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6ABBREVIATIONS
Abp1 actin binding protein 1
ADP adenosine diphosphate
ADF actin depolymerizing factor
ADF-H actin depolymerizing factor-homology
Aip1 actin interacting protein 1
Arp actin related protein
ATP adenosine triphosphate
CAP cyclase-associated protein
Cc critical concentration
CH calponin homology
CRIB Cdc42/Rac interactive binding
DAG diacylglycerol
F-actin filamentous actin
FH formin homology
G-actin globular actin, monomeric actin
GAP GTPase activating protein
GBD GTPase binding domain
GDI guanosine nucleotide dissociation inhibitor
GDP guanosine diphosphate
GEF guanosine nucleotide exchange factor
GFP green fluorescent protein
GST gluthatione S-transferase
GTP guanosine triphosphate
IP
3
inositol 1,4,5-triphosphate
NBD 7-chloro-4-nitrobenz-2-oxa-1,3-diazole
NPF nucleation promoting factor
N-WASP neural WASP
PI phosphoinositide
PKC protein kinase C
RNP ribonucleoprotein particle
Scar suppressor of cAMP receptor mutation
SH Src homology
WASp Wiscott-Aldrich syndrome protein
WAVE WASP verprolin homologous protein
WH WASP homology
WIP WASP-interacting protein
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8SUMMARY
As the most abundant protein in the majority of eukaryotic cells, actin is involved in a
wide variety of cellular processes. In comparison to the stable actin structures present in
muscle cell, non-muscle cell  actin is very dynamic and the filamentous structures it
forms are regulated by a large number of actin binding proteins. Numerous proteins
bind actin in its monomeric form, and a central task of these proteins is to regulate the
size and localization of the cellular actin monomer pool. A pool of free actin monomers
is needed to enable actin filament polymerization to rapidly take place in response to the
changing needs of the cell.
Twinfilin is a small ubiquitous protein that shows sequence homology to one of the actin
binding proteins, ADF/cofilin. Originally identified from yeast, twinfilin binds actin
monomers in a 1:1 complex. As a recently identified actin monomer binding protein,
only the basic biochemical characteristics of twinfilin were previously described, and a
deeper knowledge of this protein was needed to gain understanding of its role in actin
dynamics. In this PhD-thesis work, biochemical, cell biological, and yeast genetics meth-
ods have been used to investigate the role of twinfilin in actin dynamics. We found
twinfilin to be an abundant protein that localizes to the cortical actin patches in yeast
cells. We also discovered that twinfilin preferentially binds monomeric actin in its ADP-
bound form. Furthermore, our studies demonstrated twinfilin to directly interact with
capping protein at the barbed end of actin filaments and to bind and be inactivated by
PI(4,5)P
2
. In addition, we found that correct localization of twinfilin in cells is dependent
on interaction with both an ADP-actin monomer as well as with capping protein. By
mutagenesis studies we mapped the binding sites for actin and capping protein on the
twinfilin molecule. Using specific yeast twinfilin mutants we showed that twinfilin’s inter-
action with capping protein is essential for its role in actin filament turnover in vivo.
Taken together, this data brings us closer to understanding the role of the actin monomer
binding protein twinfilin in cytoskeletal dynamics. Our results support a model where
twinfilin’s function would be to deliver “inactive” ADP-G-actin to the sites of rapid actin
polymerization in cells through direct interaction with capping protein.
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1. Actin
Actin is an extremely conserved protein that exists in all eukaryotic cells. In the majority
it is the most abundant protein, and by forming different structures (figure 1) it partici-
pates in a great variety of cellular events. Mammalian actin forms more complex struc-
tures compared to the simple actin cytoskeleton in yeast (figure 1), and these mediate
events such as cell movement, cell division, and endo- and exocytosis (figure 1). Higher
eukaryotes have several isoforms of actin, coded for by a family of actin genes, while
lower eukaryotes such as yeast have only one actin gene (reviewed in Sheterline et al.,
1998). Nonetheless, the sequence homology between mammalian and yeast actin is
almost 90 %.
Figure 1. Schematic illustration of actin structures and actin-dependent cellular processes in mamma-
lian and yeast cells. The filamentous actin structures in mammalian non-muscle cells include filopodia,
lamellipodia, and stress fibres. These dynamic actin structures participate in a large variety of functions,
exemplified here by movement, endocytosis, and cell division. In comparison, budding yeast has a simple
actin cytoskeleton, which consists primarily of two morphologically different actin structures: actin patches
and actin cables.
Cellular actin exists in two forms: as monomeric actin (G-actin) and as filamentous actin
(F-actin) (figure 2). Every actin monomer has a nucleotide (ATP or ADP) and a divalent
cation bound in a cleft formed between the lobes of the protein, and the conformation
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and assembly kinetics of the monomer is modulated according to these bound cofactors.
Linking monomers to each other, forming long “thread-like” structures, creates filamentous
actin (figure 2). These actin filaments are polar structures with a fast growing barbed-
end and a slow growing pointed-end, so named after the arrowhead pattern created
when filaments are decorated with myosin (reviewed in Sheterline et al., 1998). The
barbed end is favored for polymerization and monomers are preferentially added to this
end in their ATP form (Wegner, 1976). After incorporation into the filament ATP is
hydrolyzed to ADP and as such the monomer becomes less stable in the filament, lead-
ing in turn to depolymerization at the pointed end. This process is called treadmilling
(figure 3), and takes place spontaneously in the test tube under physiological ionic con-
ditions. The process can be several hundred times faster in living cells, however, due to
the large number of actin binding proteins present (reviewed in Carlier, 1998).
Figure 2. Actin monomers po-
lymerize into filamentous actin.
In cells actin exists in both mo-
nomeric (G-actin) and filamen-
tous (F-actin) forms. A cleft be-
tween the two lobes of the actin
monomer contains a nucleotide
(ATP or ADP) as well as a diva-
lent cation. By binding to each
other, actin monomers form a po-
lar filamentous structure.
Figure 3. Actin filaments un-
dergo treadmilling. Actin fila-
ments are polar structures that fa-
vour incorporation of ATP-G-ac-
tin at their barbed end, and depo-
lymerization of ADP-G-actin at
their pointed end. The ATP is
hydrolyzed after incorporation of
an ATP-actin monomer to the fila-
ment, resulting in a less stable
ADP-G-actin filament. Before a
new round of polymerisation, the
actin monomer, dissociated from
the filament pointed-end, has to un-
dergo nucleotide exchange to gen-
erate ATP-G-actin.
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In muscle cells actin filaments are very stable, and together with myosin they form the
sarcomere structure responsible for muscle contraction. On the contrary, actin filaments
in non-muscle cells are very dynamic, responding to cellular signals in a strictly control-
led manner. There are a vast number of proteins that interact with actin and modulate
actin dynamics according to the needs of the cell. Filament bundling and cross-linking
proteins (a-actinin, filamin etc.) help arrange actin filaments into higher order structures,
while motor proteins (myosins) transport cargo along actin filaments. A large number of
proteins are involved in the strict regulation of the coordinated growth and shortening of
individual filaments according to the cells needs in response to cellular signals. Some of
these proteins bind only filamentous or monomeric actin, while others bind both (re-
viewed in Sheterline et al., 1998).
2. Proteins regulating filament assembly
The importance of controlled actin polymerization is emphasized by the great variety of
actin binding proteins fine-tuned to carry out this task, enabling the cell to function in a
controlled manner. Actin filaments need to be polymerized and depolymerized, as well
as organized into higher order structures, at a given location and in response to the
correct cellular cues. Polymerization of actin filaments is a reaction that requires free
actin filament ends as well as polymerization competent monomeric actin.
Since the critical concentration (0.1 mM) for polymerization of ATP-monomers is usu-
ally exceeded in the cytoplasm, cells need ways to hinder spontaneous polymerization
and maintain a large pool of free monomers. This is accomplished both by actin monomer-
binding proteins that regulate the availability of monomers for polymerization, as well as
by proteins that bind filamentous actin and prevent subunit addition by capping filament
ends. Both capping of filaments and interaction with different actin monomer binding
proteins is required; alone neither would be sufficient to maintain a large enough pool of
free actin monomers. Ways by which free filament ends needed for elongation can be
created are uncapping of capped filaments, severing of old filaments, or nucleation of
new filament ends (reviewed in Wear et al., 2000 and Condeelis, 2001).
Presented below are central proteins from each protein category that contribute to
regulated filament assembly. Only the actin monomer-binding proteins that have been
conserved through evolution, and thus play a universal role in regulating the actin monomer
pool in cells, are described. Capping protein is presented as the most prominent fila-
ment capper in cells, and the Arp2/3 complex and formins are introduced as nucleators
of new filaments.
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2.1 Actin monomer binding proteins
There are six classes of actin monomer binding proteins that are evolutionarily con-
served from yeast to mammals. These include the WASP protein family, verprolin/WIP
and Srv2/CAP that are involved in signaling to the actin cytoskeleton, as well as ADF/
cofilin, profilin, and twinfilin, which are directly involved in regulation of the actin monomer
pool. b-thymosins, traditionally described as one main class of actin monomer binding
proteins found in vertebrate cells, are not found in yeasts and invertebrates (reviewed in
Pollard et al., 2000). Therefore, this class of actin monomer binding proteins will not be
discussed here. The WASP family proteins, verprolin/WIP, and Svr2/CAP are all large
proteins consisting of several different protein domains (figure 4). This enables them to
interact with different signaling molecules and cytoskeletal proteins, as well as to bind
actin monomers, allowing them to respond to varying cues and remodel the cytoskel-
eton accordingly. The smaller proteins ADF/cofilin, profilin, and twinfilin are more inti-
mately involved in the actin filament treadmilling process, directly regulating the actin
monomer pool.
Figure 4. Actin binding domains are shared amongst actin monomer binding proteins. There are six
functionally distinct classes of evolutionary conserved actin monomer binding proteins. The WASP-family
proteins (WASP, N-WASP, and WAVE/SCAR), verprolin/WIP, and Srv2/CAP are multifunctional proteins
consisting of several domains. Profilin, ADF/cofilin, and twinfilin are smaller proteins more directly in-
volved in regulation of the actin monomer pool. These proteins bind actin through conserved actin binding
domains. The large multidomain proteins (WASP-family proteins, verprolin/WIP and Srv2/CAP) all con-
tain a WH2 domain(s), while ADF/cofilin and twinfilin contain ADF-H domain(s). Domain abbreviations:
WH = WASP homology domain, GBD = GTPase binding domain, PP = proline rich domain, A = acidic
domain, ADF-H = actin depolymerizing factor homology domain.
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Nature has employed a sparse number of actin-binding motifs (WH2 domain, ADF-H
domain, gelsolin domain and CH domain) that are used by the majority of actin binding
proteins. The WH2 (WASP Homology 2) domain that mediates actin monomer inter-
action is found in three classes of ubiquitous actin binding proteins: the WASP-family of
proteins, Srv2/CAP, and verprolin/WIP (reviewed in Paunola et al., 2002; see also
figure 4). The ADF-H domain (Actin Depolymerizing Factor Homology), present in
one copy in ADF/cofilin and in two copies in twinfilin (Lappalainen et al., 1998; figure
4), can interact with actin filaments and/or actin monomers. The gelsolin domain can
bind both monomeric and filamentous actin, while the CH (Calponin Homology) do-
main appears to interact only with actin filaments (Puius et al., 1998).
2.1.1 WASP-family of proteins
The WASP (Wiskott-Aldrich Syndrome protein) family proteins are classified into two
structurally distinct groups, WASPs (Derry et al., 1994), and WAVEs (WASP verprolin
homologous protein; Miki et al., 1998) or SCARs (Suppressor of cAMP Receptor
mutation; Bear et al., 1998). In mammals the family includes WASP (specific for blood
platelets and leukocytes), N-WASP (neural WASP, which is actually ubiquitous; Miki
et al., 1996), and at least four WAVE/SCAR proteins. In budding yeast there is only
one WASP/SCAR homologue, Bee1/Las17 (Li 1997; Madania et al., 1999).
The proteins in this family are composed of several domains (figure 4) and they interact
with a large number of proteins, acting as intermediators between signaling molecules
and the actin cytoskeleton. The carboxy-terminal regions of these proteins are very
similar to each other, but their variable amino-termini enable them to respond to differ-
ent signaling molecules. In their C-termini these proteins have an acidic domain (A) that
binds and activates the actin filament nucleator Arp2/3. The WH2 domain, present in
one or two copies, mediates binding to actin monomers. The proline rich domain (P)
enables binding to profilin and SH3 domain containing proteins. WASP and N-WASP
have a N-terminal GBD (GTPase Binding Domain) domain consisting of a CRIB (Cdc42/
Rac Interactive Binding) motif that binds the small GTPase Cdc42 (see chapter 3.3.1).
WAVE/SCAR proteins lack this domain and thus seems to be differentially regulated
(reviewed in Mullins, 2000). Yeast Las17 resembles WASP proteins in its overall do-
main organization, but it also lacks a GTPase binding motif and does not interact directly
with Cdc42 (Lechler et al, 2001), being in this aspect more like WAVE/SCAR proteins.
The regulatory mechanisms of WASP and WAVE/SCAR proteins differ greatly, al-
though small GTPases are involved in activation of both protein classes. While Cdc42
acts through WASP and N-WASP, Rac acts through WAVE/SCAR (Miki et al., 1998).
WASP family proteins are normally autoinhibited by their WA (A + WH2 domains)
domain being bound to their GBD domain. Once this autoinhibition is released by bind-
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ing of WASP ligands Cdc42, PIP
2
, or SH3 containing proteins, WASPs can function as
an activator of the Arp2/3 complex (Rothagi et al., 2000; Higgs and Pollard, 2000;
Prehoda et al., 2000).
The lack of a GBD domain in WAVE/SCAR proteins indicates a different regulatory
mechanism without direct GTPase binding. Recombinant WAVE1 is constitutively ac-
tive. However, in cells WAVE1 is found in an inactive multiprotein complex. Dissocia-
tion of this complex by Rac1 releases active WAVE1 and leads to Arp2/3-mediated
actin filament nucleation (Eden et al., 2002).
The regulation of yeast Las17, which also lacks a GBD domain, resembles that of
WAVE/SCAR proteins even though its domain organization is more similar to WASP
proteins. Las17 is a constitutively active protein with multiple ligands, such as Sla1 and
Bbc1, negatively regulating its activity (Rodal et al., 2003).
2.1.2 Verprolin/WIP
Originally identified from a yeast two-hybrid screen as a WASP interacting protein
(Ramesh et al., 1997), WIP (WASP Interacting Protein) has several binding partners
but its precise mechanism of influencing cytoskeletal dynamics remains unclear. It binds
WASP/N-WASP through its C-terminal domain (Volkman et al., 2002), has a central
proline rich region, and interacts with actin through its N-terminal WH2 domains (Ramesh
et al., 1997; Martinez-Quiles et al., 2001; see also figure 4). Similarly to WIP, the yeast
homologue End5/verprolin also interacts with Bee1/Las17 (N-WASP) (Vaduva et al.,
1997).
End5/verprolin and Bee1/Las17 are both components of the cortical actin patches and
are required for actin cytoskeleton organization and endocytosis (Li, 1997; Vaduva et
al., 1997; Naqvi et al., 1998). Yeast End5/verprolin contributes to induction of actin
polymerization also by interacting with other actin patch components: myosin 1 proteins
Myo3 and Myo5 (Evangelista et al., 2000).
Similarly to yeast End5/verprolin, mammalian WIP also influences actin polymerization.
Through interaction with its different binding partners, WIP can influence actin polym-
erization by Arp2/3 in alternative ways. WIP has no GBD of its own and thus is unlikely
to interact directly with Cdc42, but in complex with N-WASP it can retard actin polym-
erization mediated by Cdc42/N-WASP-activated Arp2/3 in vitro (Martinez-Quiles et
al., 2001). In contrast, WIP can activate Arp2/3 mediated polymerization when bound
to the Arp2/3-activator cortactin (Kinley et al., 2003). Since WIP has been shown to
bind and stabilize actin filaments in addition to binding monomeric actin (Martinez-Quiles
et al., 2001), the WIP-cortactin complex may influence Arp2/3-mediated actin net-
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works by activating polymerization and inhibiting depolymerization and debranching
(Kinley et al., 2003). WIP has also been shown to interact with additional proteins
involved in cytoskeletal dynamics, including profilin (Ramesh et al., 1997) and the adapter
protein Nck (Anton et al., 1998). During actin polymerization induced by the Vaccinia
virus, recruitment of WIP is required for correct localization of N-WASP, and conse-
quently the actin based motility of Vaccinia (Moreau et al., 2000).
2.1.3 Srv2/CAP
CAP (Cyclase-Associated Protein) is a highly conserved protein found in a wide range
of organisms including yeast, plants, insects, and mammals (reviewed in Hubberstey
and Mottillo, 2002). Srv2/CAP was first identified in Saccharomyces cerevisiae as a
protein involved in the Ras signaling pathway (Fedor-Chaiken et al., 1990; Field et al.,
1990). However, the Ras dependent activation of adenylyl cyclase appears to be sepa-
rate from the crucial actin organization function of Srv2/CAP, and seems relevant only in
fungi (Vojtek et al., 1991). At least two CAP homologues, CAP1 and CAP2, which
are 64 % identical at the amino acid level, exist in mammals (Yu et al., 1994).
CAP is composed of four structural domains: a central proline rich domain, C- and N-
terminal domains, as well as a domain responsible for oligomerization (reviewed in
Hubberstey and Motillo, 2002; see also figure 4). The highly conserved C-terminal
domain has been shown to bind G-actin in all CAPs tested (Kawamukai et al., 1992;
Freeman et al., 1995). The C-terminal region of Srv2/CAP also contains a WH2 do-
main, but its role in actin binding remains unknown. The central proline-rich domain of
Srv2/CAP contains a recognition sequence for SH3 proteins and has been shown to
bind Abp1 in yeast (Freeman et al., 1995; Balcer et al., 2003). This domain could also
be a potential binding site for profilin. Although no single multimerization domain of
CAP has been defined, a region in the N-terminus is known to be important for
multimerization, and mutagenesis studies have shown that localization and multimerization
may be linked (Yu et al., 1999).
In yeast, loss of function of the C-terminal domain of Srv2/CAP can be compensated
for by overexpression of the actin binding protein profilin, indicating overlapping tasks
of these proteins (Vojtek et al., 1991). CAP was originally thought to contribute to actin
dynamics as an actin monomer sequestering protein (reviewed in Hubberstey and Motillo,
2002). Recent studies, however, demonstrate that the function of CAP is to enhance
actin filament turnover by recycling actin monomers and ADF/cofilin for new rounds of
actin filament polymerization and depolymerization, respectively (Moriyama and Yahara,
2002; Balcer et al., 2003; Bertling et al., 2004). At least mammalian CAPs interact
directly with the cofilin-actin monomer complex through their conserved N-terminal
domain (Moriyama and Yahara, 2002).
16
2.1.4 Profilin
Profilin is a small (Mw ~ 12-16 kD) ubiquitous protein found in all eukaryotic organsims.
It was the first actin monomer binding protein to be discovered (Carlsson et al. 1977)
and it plays a complex role in actin dynamics. In vertebrates there are at least four
functionally distinct profilin isoforms: profilin I, two splice variants of profilin II (Di Nardo
et al., 2000; Lambrechts et al., 2000), and profilin III (Hu et al., 2001). Profilin I is the
most widely occuring isoform, and seems to be present in all vertebrate cells (Witke et
al., 2001).
Profilin sequesters actin monomers (Carlsson et al., 1977), catalyzes nucleotide ex-
change on the actin monomer from ADP to ATP (Mockrin and Korn, 1980;
Goldschmidt-Clermont et al., 1991), and promotes barbed end assembly of actin fila-
ments (Pantaloni and Carlier, 1993). In addition to binding actin monomers, profilin
interacts with phosphoinositides (Machesky and Poland, 1993; Skare and Karlsson,
2002) as well as with a number of proteins containing poly-proline rich sequences, such
as verprolin/WIP (Ramesh et al., 1997), VASP-family proteins (reviewed in Krause et
al., 2003), and yeast formins Bni1p and Bnr1p (Evangelista et al., 1997; Imamura et al.,
1997). Profilin may thus function as a link between certain signaling pathways and the
actin cytoskeleton.
In all organisms studied, profilin is shown to be crucial for creation and maintenance of
a polarized actin cytoskeleton (reviewed in Ayscough, 1998). This is well demonstrated
in yeast cells lacking profilin (Pfy1p), since they grow extremely slowly and have abnor-
mal morphology and actin cytoskeletons (Haarer et al., 1990). The biological signifi-
cance of profilin´s ability to enhance nucleotide exchange on actin has been debated due
to the varying degree in which this activity occurs in different organisms. In humans,
profilin increases nucleotide exchange 40 - 1000 fold compared to actin alone (Perelroizen
et al., 1996), in S. cerevisiae only three-fold (Eads et al., 1998), while in plants profilin
shows no nucleotide catalyzing activity (Perelroizen et al., 1996). Extensive mutagen-
esis studies in yeast underline the importance of profilin’s ability to exchange the nucle-
otide on the actin monomer and suggests that nucleotide exchange could be the rate
limiting step in actin polymerization (Wolven et al., 2000).
In addition to localizing to the sites of rapid actin dynamics in cells, profilin is also found
to occur in the cell nucleus. The localization of profilin to Cajal bodies,  conserved
nuclear compartments involved in RNP maturation (reviewed in Ogg and Lamond,
2001), suggests that it also carries out other cellular roles besides participation in actin
filament turnover. It is possible that this nuclear profilin, or perhaps profilin-actin, is
involved in pre-mRNA processing (Skare et al., 2003).
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2.1.5 ADF/Cofilin
ADF/cofilins are small (Mw ~ 15-20 kDa) actin binding proteins that are composed
entirely of one ADF-H-domain (figure 4). They are evolutionarily conserved and re-
quired for yeasts, worm and flie viability (Moon et al., 1993; McKim et al., 1994;
Gunsalus et al., 1995). Plants and vertebrates have several ADF/cofilin genes that have
different expression patterns and biochemical properties. Many other eukaryotes, in-
cluding yeast, have only one ADF/cofilin gene (reviewed in Maciver and Hussey, 2002).
ADF/cofilin differs from the other actin monomer binding proteins in that it binds both
actin filaments as well as actin monomers. It prefers ADP-actin to ATP-actin (Maciver
and Weeds, 1994) and contributes to cytoskeletal dynamics by increasing
depolymerization of actin monomers from the pointed end of the actin filaments (Carlier
et al., 1997). Upon binding to actin filaments, ADF/cofilin also induces a twist in the
filament. This structural change  is believed to be the mechanism of ADF/cofilin´s actin
depolymerization/severing activity (McGough et al., 1997)
The activity of ADF/cofilin can be regulated by numerous mechanisms including pH
(Bernstein et al., 2000; Yonezawa et al., 1985), phosphorylation (Morgan et al., 1993;
Agnew et al., 1995), PI(4,5)P
2
 (Yonezawa et al., 1990), and by interactions with other
actin binding proteins. Actin depolymerization by ADF/cofilin has been shown to be pH
dependent in vitro and requires an alkaline environment with a pH above 7.2 (Yonezawa
et al., 1985).  ADF/cofilin also binds PI(4,5)P
2
, and at least in vitro its activity can be
regulated by phospholipids. The mechanism of PI(4,5)P
2
 inhibition is probably due to
overlapping binding sites between actin and PI(4,5)P
2
 binding on the surface of ADF/
cofilin (Yonezawa et al., 1990 & 1991; Ojala et al., 2001). The best characterized
regulatory mechanism of ADF/cofilin is phosphorylation by LIM kinase in mammalian
cells, which occurs through a signal transduction cascade where upstream kinases (Pak1,
ROCK, protein kinase C) phosphorylate LIM kinase upon activation by small G-pro-
teins or diaglycerol (DAG). LIM kinase catalyzes phosphorylation of ADF/cofilin ren-
dering it unable to bind actin (Arber et al., 1998; Yang et al., 1998). In contrast to
vertebrates, yeast ADF/cofilin appears not to be regulated by phosphorylation
(Lappalainen and Drubin, 1997).
The presence of other actin binding proteins also influences ADF/cofilin’s ability to
depolymerize and sever actin filaments. ADF/cofilin competes for actin binding with
profilin (Blanchoin and Pollard, 1998) and with tropomyosins (reviewed in Bamburg,
1999). Furthermore, ADF/cofilin also interacts with an evolutionarily conserved pro-
tein, Aip1. This interaction stimulates the actin filament depolymerization activity of ADF/
cofilin, perhaps through formation of a ternary complex of actin-ADF/cofilin-Aip1 (Rodal
et al., 1999).
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2.1.6 Twinfilin
Twinfilin is a ubiquitous actin monomer binding protein, first identified from budding
yeast (Goode et al 1998). It is found in organisms from yeast to mammals, but has not
been identified in plants. While lower eukaryotes such as yeast have only one twinfilin,
there are two differentially expressed isoforms of twinfilin in mice (Vartianen et al. 2003).
Twinfilin is composed of two ADF-homology (Actin Depolymerization Factor) do-
mains (figure 4) resembling that of ADF/cofilin, hence its name “twinfilin”. The ADF-H
domains of twinfilin are 20 % identical to each other and to ADF/cofilin, but unlike
ADF/cofilin, twinfilin binds solely to actin monomers and does not interact with actin
filaments. Accordingly, the residues important for actin monomer binding in ADF/cofilin
are well conserved in twinfilin, while the residues important for filament binding are not
(Lappalainen et al., 1998).
Twinfilin binds actin monomers with a 1:1 stoichiometry and prevents nucleotide ex-
change on the monomer upon binding (Goode et al. 1998, Vartiainen et al., 2000). The
phenotypes seen in yeast upon over-expression or deletion of twinfilin are indicative of
twinfilin’s involvement in regulation of actin dynamics. Over-expressing twinfilin in yeast
leads to enlarged cortical actin patches while deletion leads to a disturbed budding
pattern and also results in synthetic lethality with certain yeast ADF/cofilin and profilin
mutants (Goode et al. 1998). The importance of twinfilin for actin-dependent develop-
mental processes in multicellular organisms is demonstrated by defects, such as aber-
rant bristle and eye morphology, in twinfilin mutant Drosophila (Wahlström et al. 2001).
The cellular localization of twinfilin also speaks for its involvement in actin dynamics.
Mouse twinfilin, which is 25% identical to the yeast protein at the amino acid level,
shows diffuse cytoplasmic localization, but additionally localizes to cortical actin struc-
tures rich in monomeric actin (Vartiainen et al. 2000). In developing Drosophila bristles
twinfilin shows diffuse cytoplasmic staining, but it also localizes to the ends of actin
filament bundles (Wahlström et al., 2001).
2.2 Proteins binding filamentous actin
As mentioned above, actin filament binding proteins can be divided into motor proteins,
proteins arranging filaments into higher order structures, and proteins influencing
cytoskeletal dynamics at the single filament level. Only three ubiquitous proteins from
the last category will be discussed further here: capping protein, which caps the barbed
ends of filaments, and Arp2/3 and formins, which nucleate de novo formation of actin
filaments.
19
2.2.1 Capping protein
Capping protein is a heterodimeric protein consisting of a and b subunits, with molecu-
lar weights of 31-36 kD and 28-32 kD (Pollard and Cooper, 1986), respectively.
Capping protein is found in a wide variety of organisms and tissues where it binds to the
barbed-end of actin filaments with high affinity (K
d
 ~ 1 nM) and 1:1 stoichiometry
(Caldwell et al., 1989; Schafer et al., 1996), thereby blocking the addition and loss of
actin monomers. In muscle cells, capping protein (CapZ) is found at the Z lines (Casella
et al., 1987), while non-muscle capping protein is mainly localized at the cortical actin
cytoskeleton (Amatruda and Cooper, 1992; Schafer et al., 1992). In S. cerevisiae,
capping protein co-localizes with actin to the cortical actin patches but is absent from
cytoplasmic actin cables (Amatruda and Cooper, 1992).
The crystal structure of chicken sarcomeric capping protein indicates that it binds actin
filament ends with two mobile extensions (Yamashita et al., 2003). Mutagenesis studies
confirm binding occurs by two independent “tentacles” capping the barbed end of the
filament (Wear et al., 2003). Capping is proposed to occur by simultaneous binding of
several actin subunits at the barbed-end, since capping protein mutants with either ten-
tacle can cap filament ends (Wear et al., 2003).
Capping protein is one of the key regulators of cytoskeletal dynamics, crucial for rapid
elongation in response to cell signaling. Directed movement requires systematic actin
remodeling, and by blocking a large number of actin filament ends capping protein
directs elongation to the few uncapped filaments, resulting in faster growth of these
specific filaments (Pantaloni et al., 2001). The off-rate of capping protein from actin
filament barbed ends is too slow (half-life of ~ 30 min) for creation of free barbed ends
by spontaneous dissociation. Uncapping has to be enhanced in a controlled fashion and
phosphoinositides, especially PI(4,5)P
2
, have been shown to be second messengers
regulating the activity of capping protein (Amatruda and Cooper, 1992). The mecha-
nism for this inhibition seems to be rapid dissociation of capping protein from the fila-
ment barbed end upon PI(4,5)P
2
 binding, thus allowing controlled elongation (Schafer
et al., 1996). The crystal structure of capping protein also supports this view, since the
plausible PI(4,5)P
2
 binding sites seem to reside near capping protein´s actin binding
interface (Yamashita et al., 2003).
2.2.2 Arp2/3
The Arp2/3 complex consists of seven proteins, including actin-related proteins Arp2
and Arp3. In all eukaryotes the Arp2/3 complex is a multifunctional organizer of actin
filaments (Machesky et al., 1994; Machesky and Gould, 1999). It can initiate polymeri-
zation of new filaments as well as cap and cross-link filaments. The exact mechanism by
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which Arp2/3 nucleates polymerization remains unclear, but it has been proposed that a
conformational change within this protein complex brings Arp2 and Arp3 close to each
other, mimicking a filament barbed-end and allowing polymerization (Robinson et al.,
2001).
In yeast the Arp2/3 complex is an essential component of the cortical actin patches
(Winter et al., 1997). Both Arp2 and Arp3 have been shown to be involved in the
maintenance of the correct organization of the actin patches, while Arp3 is required also
for the movement of actin patches in vivo (Winter et al., 1997; Moreau et al., 1996).
The Arp2/3 complex shows little activity on its own, but is activated by a class of
proteins called nucleation promoting factors (NPFs). These contain a region necessary
for binding Arp2/3, but in order to activate the complex they need an adjacent actin
binding site that, depending on the protein, mediates binding to either G- or F-actin.
NPFs with the WH2-domain G-actin binding motif include WASP, N-WASP, WAVE,
and Las17p/Bee1p. These activate the Arp2/3 complex by forming a ternary complex
of Arp2/3-NPF-G-actin, but full activation additionally requires interaction with a pre-
existing “mother filament” (Machesky et al., 1999). Two different models have been
proposed for Arp2/3 function, and they both share the idea of nucleation and filament
network formation taking place simultaneously. The “dendritic model” (Pollard et al.,
2000) is based on Arp2/3 binding to the sides and pointed end of actin filaments (Mullins
et al., 1998), and describes Arp2/3 complex-NPF nucleation of daughter filaments
occurring from the side of the mother filament. In the “barbed end branching model”
proposed by Pantaloni et al. (2000) the Arp2/3 complex-NPF assembly co-polymer-
izes with actin at the barbed end of the filament, branching the filament as it grows.
Recent evidence favors the dendritic model although it seems that the ATP-actin prefer-
ence of the Arp2/3 complex directs branching towards the barbed end of the filament
(reviewed in Welch and Mullins, 2002).
2.2.3 Formins
Formins are conserved from yeast to mammals. They are multi-domain proteins defined
by a conserved formin-homology 2 (FH2) domain that is required to nucleate actin
filaments (Pruyne et al., 2002). A GTPase binding domain (GBD) relevant for protein
regulation is present in the majority of formins. Most formins also have a proline rich
FH1 domain, which binds profilin and some other proteins. A third FH domain, FH3,
present in some formins, is involved in its subcellular localization (Wallar and Alberts,
2003).
Formins nucleate filaments by actin dimer stabilization. The FH2 domain is sufficient for
nucleation, but the FH1 domain increases the efficiency by interacting with profilin-
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actin. Formins are also described as “leaky cappers”, which means that they allow
some polymerization and depolymerization (~ 50% of normal efficiency) to occur while
bound to the actin filament barbed end (Pring et al., 2003).  By binding to the filament
barbed end and allowing some polymerization to occur, formins protect the barbed end
from tight cappers (such as capping protein) and promote filament elongation. The “leaky
cap” travels with the actin filament barbed end as it grows, and is probably formed by
an oligomer of at least two formins (Zigmond et al., 2003).
The Arp2/3 complex, presented above, nucleates branched filaments. Formins, on the
other hand, generate unbranched filaments that are anchored at their barbed end. The
apparent benefit of branched filaments is that they create a dendritic network optimized
for protrusive force, while the stability of straight filaments is beneficial for contraction,
which arises from movement of myosin along the filaments. The different nucleators may
thus have arisen to generate actin filaments with different mechanical functions (reviewed
in Zigmond, 2003). In mammalian cells Rac and Cdc42 activate Arp2/3, through inter-
action with WASP family proteins, to drive protrusion of filopodia and lamellipodia.
Rho activates formins and myosin for contraction and transport, and is required for
stress fiber formation (Watanabe et al., 1999). In accordance with this, the Arp2/3
complex in budding yeast is crucial for actin assembly in the cortical actin patches.
However, it is not required for actin cable formation. This function is instead regulated
by the formins Bni1p and Bnr1 (Evangelista et al., 2002). Bni1p nucleates the actin
cables in yeast and anchors their barbed ends to the bud tip. These actin cables are then
used for transport of vesicles towards the bud by myosin motor proteins and for nuclear
positioning and spindle orientation (Pruyne and Bretcher, 2000 b).
Diaphanous-related formins, such as yeast Bni1 and mammalian mDia1, are regulated
by an autoinhibitory mechanism, where they are kept inactive by an association be-
tween GBD and part of the FH2 domain (Watanabe et al., 1999; Alberts et al., 2001;
Li and Higgs, 2003) By a mechanism similar to that of WASp protein activation by
GTP-Cdc42, binding of GTP-Rho to the GBD domain relieves this inhibition and re-
leases the C-terminus, containing the FH1, FH2, and COOH domains that stimulate
actin assembly (Rohatgi et al., 1999).
3. The actin cytoskeleton of yeast
Saccharomyces cerevisiae, baker’s yeast, has been successfully used as a model or-
ganism to study numerous cellular functions. It is especially well suited for studying the
actin cytoskeleton since it contains morphologically distinct actin structures resembling
those of higher eukaryotes, and because it shows cell cycle dependent actin reorganiza-
tion (figure 5).
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Figure 5. The actin cytoskeleton of Saccharomyces cerevisiae shows cell cycle-dependent polarization.
During the cell cycle, the yeast actin cytoskeleton exhibits cell cycle dependent polarization, with the actin
patches polarizing to the growing bud and the cables extending through the cytoplasm oriented towards the
bud. Picture modified from (Karpova et al., 1998).
3.1 Yeast as a model organism
Of all the model organisms with which geneticist work, S. cerevisiae is probably the
most thoroughly analyzed. Its genome sequence was published in 1996 (Goffeau et al.,
1996), making it the first eukaryote whose entire DNA was known. With a small ge-
nome of about 6000 genes along with highly developed tools for their manipulation,
yeast is an excellent model organism for genetic studies. Yeast is also cheap and fast to
cultivate, as it grows with a doubling time of approximately 90 minutes.
As a model organism, the resemblance to higher eukaryotes is naturally of central im-
portance. In spite of its microscopic size and simple appearance, yeast is remarkably
similar to mammalian cells. For example yeast actin is 88% identical to rabbit muscle
actin at the amino acid level and the proteins are also very similar  biochemically, indicat-
ing that what is learned in yeast can be applied in a wider sense (Welch et al., 1994).
Not only is actin conserved from yeast to mammals, but most actin interacting proteins
and their regulators are also evolutionarily conserved.
In contrast to higher eukaryotes that often posses several protein isoforms, which com-
plicate functional analysis of a protein, yeast is simple and usually makes do with only
one form of most proteins. With only one actin (ACT1), as well as only one capping
protein (CAP1 and CAP2 encoding for a and b subunits, respectively), one ADF/
cofilin (COF1), and one twinfilin (TWF1), yeast offers a great opportunity for studying
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the phenotypes of mutants lacking a specific protein, thus revealing information conserning
its function.
3.2 Actin structures of Saccharomyces cerevisiae
The actin cytoskeleton of yeast is very simple and is usually described to consist only of
two morphologically distinct structures, actin cables and actin patches (figure 1 and 5).
In addition to these two main structures, the yeast actin cytoskeleton also includes the
cytokinetic ring that mediates cell division. Yeast also have a structure referred to as the
cap, which consists of regulatory and cytoskeletal proteins and establishes polarity of
actin cables and patches (reviewed in Pruyne and Bretcher, 2000b). Several viable
yeast mutants lacking actin cables have been described, but only one, bee1/las1, has
been described as lacking actin patches (Li, 1997). The function of the actin patches
and cables have long remained unclear at the molecular level, but recent studies have
brought new understanding to these cytoskeletal structures.
3.2.1 Actin patches
Although the cortical actin patches were already discovered two decades ago (Adams
and Pringle, 1984) their exact biochemical composition and precise function has long
remained unclear. Cortical actin patches are biochemically complex and share many of
the same components as cortical structures in vertebrates, including capping protein and
Arp2/3. These structures differ, however, in the sense that they are required for motility
in vertebrates but not in yeast (Karpova et al., 1998). Different subpopulations of actin
patches have been thought to exist since varying results regarding protein composition
of the patches have been obtained. These observations have recently been explained by
different proteins being localized in the patch at different times, resulting in patch inter-
mediates of variable protein compositions (Kaksonen et al., 2003).
The actin patches in yeast are highly motile structures that can move long distances in the
cell at great speed (Waddle et al., 1996). During the cell cycle they show a characteris-
tic asymmetric distribution and concentrate at the marked bud site where bud emerge
begins (figure 5). Actin patches are found exclusively in the bud once it matures (Adams
and Pringle, 1984). They are essential for normal growth, during which they are located
near the sites for exocytosis (Adams and Pringle, 1984). They have also been sug-
gested to participate in endocytosis (Engqvist-Goldstein and Drubin, 2003). To assem-
ble and participate in endocytosis the cortical actin patches require Arp2/3 (Winter et
al., 1999).
Kaksonen et al. (2003) have recently addressed some of the confusing issues concern-
ing the cortical actin patches and presented a pathway for their endocytic internalization.
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Their model describes step-wise formation and subsequent internalization of an actin
patch, beginning with early actin patch components such as Arp2/3 activators (Las17p)
and scaffold proteins assembling in a nonmotile complex at the plasma membrane. Only
later are actin, Abp1, and Arp2/3 recruited to the patch, which in turn results in slow
actin-based movement inwards from the plasma membrane and dissociation of the early
components from the patch. This pathway fits well with previously obtained data, ex-
plaining the existence of patches of different protein composition (Warren et al., 2002)
as well as claims both for and against patch movement being actin dependent (Lappalainen
and Drubin, 1997; Winter et al., 1997). The different velocity patch movements are also
suggested to occur through different mechanisms, so that the slow internalization step
motility is actin polymerization dependent while the fast movement of the internalized
patch does not depend on actin dynamics (Kaksonen et al., 2003).
3.2.2 Actin cables
The actin cables are linear structures composed of bundles of actin filaments that run
through the cytoplasm (Karpova et al., 1998), always oriented towards the cap (figure
5). Unlike in actin patches, where nucleation of actin filaments occurs by the Arp2/3
complex, the linear actin cables are stimulated by the formins Bni1p and Bnr1p (Bni1p
related protein1) independently of Arp2/3 (Evangelista et al., 2002). Loss of both Bni1p
and Bnr1p in yeast is lethal (Vallen et al., 2000). Bni1p binds barbed ends of filaments
and allows growth while bound, making it a unique actin filament nucleator (Pruyne et
al., 2002). This novel nucleator could function in similar ways in other eukaryotes, pro-
viding an explanation for how the various actin structures in cells are accomplished. In
mammalian cells the long linear stress fibers could potentially be candidates for nuclea-
tion by formins (Watanabe et al., 1999).
Secretory vesicles are transported along the actin cables, allowing polarized growth and
organelle segregation (Pruyne and Bretscher, 2000a). Unlike animal cells that need
microtubules for long-range transport, actin-dependent transport seems sufficient in the
small yeast cells. The unconventional myosin V proteins, Myo2 and Myo4, function as
transporters along the actin cables, moving towards the barbed end of actin filaments.
The cargo they carry differs, Myo2 transports protein complexes and membrane bound
compartments, while Myo4 transports mRNAs (reviewed in Bretscher, 2003). Spindle
orientation in yeast also requires transport of microtubule ends along actin cables (Hwang
et al., 2003).
3.3 Regulation of the cytoskeleton
Regulation of the actin cytoskeleton in response to cellular cues is a complex event
involving numerous proteins and signaling molecules that allow the cell to respond prop-
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erly to different signals. In almost all motile eukaryotic cells, directed motility requires
polymerization of actin filaments assembled into a network at the leading edge of the cell
driving membrane protrusion. Cellular signaling pathways must somehow control this
process, allowing the cell to move in its desired direction and to change direction in
response to extracellular cues. One such a pathway involves the Rho family of GTPases
that mediate external signals received by receptors at the plasma membrane to WASP/
Scar proteins. Downstream from WASP/Scar the Arp2/3 complex induces de novo
nucleation and cross-linking of actin filaments, thus influencing the actin cytoskeleton
(Machesky and Gould, 1999).
Even though yeast is not a motile organism it is well suited for studying signaling to the
actin cytoskeleton. Yeast cells exhibit cell cycle dependent reorganization of the actin
cytoskeleton, and asymmetrical polarization of actin takes place also during formation
of mating projections (Ayscough and Drubin, 1998). S. cerevisiae divides through bud-
ding and the budding pattern is determined based on both genotype as well as available
nutrients (Drubin and Nelson, 1996). MATa/MATa diploid cells have a bipolar bud-
ding pattern where the daughter cell buds close to the previous budding site or opposite
this site (Chant and Pringle, 1995). The actin cytoskeleton plays a central role in bipolar
budding, as the cortical actin patches are concentrated at the bud region and actin
cables are oriented along the long axis of the mother cell-bud (Drubin, 1991).
3.3.1 Rho family of small GTPases
Cdc42, RhoA, and Rac1 are the most widely investigated signaling molecules control-
ling the actin cytoskeleton. They belong to the family of small GTPases that cycle be-
tween an active GTP-form and an inactive GDP-form. The different activation states of
the GTPases are regulated by specific regulatory factors: guanine nucleotide exchange
factors (GEFs) promote GDP-GTP exchange, GTPase activating proteins (GAPs) stimu-
late inactivation, and Rho guanine nucleotide dissociation inhibitors (Rho-GDIs) stabi-
lize the inactive protein form.
Mammalian Cdc42, Rho, and Rac influence the actin cytoskeleton through varying and
complex signaling cascades, resulting in different actin structures. Cdc42 controls for-
mation of filopodia, Rho induces formation of stress fibers, and Rac regulates formation
of lamellipodia in mammalian cells. Many of the signaling pathways used by Cdc42,
Rho, and Rac to transmit their signals to actin are largely overlapping. Some of these
signaling pathways are characterized in great detail. Cdc42, Rho, and Rac can all, for
example, regulate actin dynamics through activation of LIM kinase, which phosphorylates
ADF/cofilin. Cdc42 also influences actin by signaling through N-WASP, which acti-
vates Arp2/3. Rho can influence actin assembly through activation of formin mDia, as
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well as by activation of myosin, through MLCK (reviewed in Bishop and Hall, 2000).
Yeast has six Rho family proteins, Cdc42p and Rho1 to 5p. Four of these have been
shown to interact with the formins Bni1 and Bnr1 that direct the assembly of actin
cables. Normally Rho3p and Rho4p interact to activate Bni1 and Bnr1, while Rho1p is
needed for activation at higher temperatures. Cdc42p is required for properly organ-
ized cable orientation during bud growth (Dong et al., 2003). It is thus central for guid-
ing polarization of the actin cytoskeleton in yeast, and polarity can be modulated by
regulating the localization and activation of Cdc42 (Pruyne and Bretscher, 2000b).
3.3.2 PI(4,5)P
2
 in actin cytoskeleton regulation
The cleavage products of PI(4,5)P
2
, inositol 1,4,5-triphosphate (IP
3
)
 
and diacylglycerol
(DAG), are traditionally described as central signaling molecules in the cell. IP
3
 influ-
ences several proteins by causing the cellular Ca2+ levels to rise, while the main function
of DAG is activation of protein kinase C (PKC), which phosphorylates target proteins
in the cell. For a long time it was thought that the only function of PI(4,5)P
2
 was genera-
tion of IP
3 
and DAG, but it has later become apparent that PI(4,5)P
2
 itself is also an
important regulatory molecule interacting directly with numerous proteins in the cell
(Toker, 1998). Much is still unclear about the details of how PI(4,5)P
2
 and other
phospholipids function to regulate the large number of cytoskeletal proteins to which
they bind (reportedly over 20) (Machesky and Insall, 1999).
Recently the focus of PI(4,5)P
2
 regulation has turned towards phosphatidylinositol phos-
phate kinases (PIP kinases) (Reviewed in Doughman et al., 2003). There are two sub-
families of PIP kinases that produce PI(4,5)P
2
 from different substrate pools by unique
mechanisms. The classical way to produce PI(4,5)P
2 
is phosphorylation of PI(4)P by
type I PIP kinases (reviewed in Anderson et al., 1999), but PI(4,5)P
2
 can also be
produced by
 
type II kinases using PI(5)P as a substrate (Rameh et al., 1997). As type
II kinases are not found in yeast, and as they do not regulate actin cytoskeleton reor-
ganization in mammalian cells, they are not further discussed in this context. The type I
PIP kinase sub-family consist of several isoforms, and their splice variants have been
shown to be differentially localized in the cell synthesizing PI(4,5)P
2 
at distinct sites.
Type I PIP kinase in yeast (Mss4p) localizes to the plasma membrane and is involved in
actin reorganization, indicating that type I kinases are functionally conserved. The Rho
family of small G-proteins (Rho, Rac, and Arf) regulate type I PIP kinase localization
and activation and thereby influence targeted production of PI(4,5)P
2
. PIP kinase activ-
ity is further regulated by phosphorylation, which inhibits these kinases in both yeast and
mammalian cells (reviewed in Doughman et al., 2003).
PI(4,5)P
2 
binds many actin binding proteins, regulating them in different ways (reviewed
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in Hilpelä et al., 2004). It downregulates proteins (such as capping protein, ADF/cofilin,
and profilin) that induce depolymerization, and activates proteins (such as the WASPs)
that induce polymerization. PI(4,5)P
2 
 has been shown to promote actin filament assem-
bly in vivo and in vitro, which is in good agreement with its effects on the actin binding
proteins it interacts with. Actin polymerization can be guided to specific regions of the
cell, such as the plasma membrane, by localization of PI(4,5)P
2
 (reviewed in Hilpelä et
al., 2004).
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AIMS OF THE STUDY
This study was carried out to investigate the central properties of the actin binding
protein twinfilin, aiming to understand the function and cell biological role of this
protein. Twinfilin has only recently been identified as a protein with homology to
ADF/cofilin (Lappalainen et al., 1998, Goode et al., 1998) and very little was
known about it at the beginning of this study. Therefore, the goal of this work was
to identify the role of twinfilin in actin dynamics.
Specific aims were:
- Investigation of the amount and localization of twinfilin in yeast cells.
- Identification of binding partners for twinfilin
- Characterization of the binding sites in twinfilin mediating interactions with
its binding partners
- Investigation of the biological significance of twinfilin’s protein interac-
tions
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MATERIALS AND METHODS
The experimental methods used in this thesis work are listed in table 1, and de-
tailed descriptions are found in the original publications as indicated. Table 2
contains a list of the yeast strains used in this study.
Table 1. Methods used in this study
Method Publication
Affinity purification of antibodies I
Site-directed mutagenesis and plasmid construction I, II, III
SDS-PAGE I, II, III
Native gel electrophoresis assays I, III
Protein expression and purification I, II, III
Actin filament sedimentation assay I
Actin depolymerization assay (pyrene-actin) I
NBD-actin assay II, III
Immunofluorescence microscopy I, III
Western blotting I, III
Co-immunoprecipitation I, III
Yeast tetrad analysis III
Yeast crosses III
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Table 2. Yeast strains used in this study
Strain Genotype
BGY11 MAT a his3 leu2 ura3 ade2 trp1 lys2 crn1D::LEU2
DAY32 MAT a leu2D1 ura3-52 trp1D63 his3D200 aip1D::URA3
DDY196 MAT a ura3-52 tpm1::LEU2 his3D200 ade2 leu2
DDY318 MAT a Dsac6::LEU2 his3D200 leu2-3,112 lys2-801 ura3-52 GAL+
DDY322 MAT a his3D200 leu2-3,112 ura3-52 Dabp1::LEU2
DDY333 MAT a his3D200 ura3-52 Dsla1::URA3
DDY546 MAT a his3D200 leu2-3,112 lys2-801 sla2-D1::URA3 ura3-52
DDY950 MAT a ura3-52 leu2-3,112 lys2-801 trp1-1 Drvs167::TRP1
DDY952 MAT a his3D200 leu2-3,112 ura3-52 lys2-801 srv2D2::HIS3
DDY1102 MAT a/MAT a ade2-1/+ his3D200/his3D200 leu2-3,112/leu2-3,112 ura3-52/
ura3-52 lys2-801/+
DDY1266 MAT a ura3-520 his3D200  leu2-3,112 lys2-801 cof1-22::LEU2
DDY1434 MAT a ade2-1 his3D200 leu2-3,112 ura3-52 Dtwf1::URA3
DDY1436 MAT a/MAT a ade2-1/ade2-1 his3D200/his3D200 leu2-3,112/leu2-3,112
ura3-52/ura3-52 Dtwf1::URA3/Dtwf1::URA3
DDY2009 MAT a his3D200 leu2-3,112 lys2-801 ura3-52 pfy1-4::LEU2
KKY62 MAT a his3D200 ura3-52 lys2-801 cdc42-1
MDY26 MAT a lys2-801 ura3-52 leu2-3,112 his3D200 las17D::URA3
PLY13 MAT a ura3-52 his3D200 leu2-3,112 lys2-801 ade2-101 COF1::LEU2
PLY15 MAT a ura3-52 his3D200 leu2-3,112 lys2-801 cof1::LEU2
T65.1D MAT a leu2-3,112 ade1 ura3-52 Ile- MELI vrp1::LEU2
YJC0388 MAT a rho+ ade2-101 his3-11,15 leu2-3,112 trp1-1 ura3-1
YJC0389 MAT a rho+ ade2-101 his3-11,15 leu2-3,112 trp1-1 ura3-1 cap2-D1::HIS3
YJC0390 MAT a rho+ ade2-1 his3-11,15 leu2-3,112 trp1-1 ura3-1 cap1::TRP1
YJC0391 MAT a rho+ ade2-1 his3-11,15 leu2-3,112 trp1-1 ura3-1 cap1::TRP1
cap2::HIS3
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RESULTS AND DISCUSSION
4. Identification of new binding partners for twinfilin
4.1 Twinfilin localizes to cortical actin patches in yeast (I)
The localization of twinfilin in budding yeast had previously been studied using green
fluorescent protein (GFP) coupled to twinfilin. This fusion protein was found to be
diffusely cytoplasmic with occasional staining of cortical actin patches (Goode et al.,
1998). As twinfilin localization in mammalian cells is diffuse when bound to GFP but
shows cortical actin staining as an endogenous protein (Vartiainen et al., 2000), we had
reason to believe that GFP disturbs twinfilin’s normal localization. We therefore gener-
ated a polyclonal antibody specific for yeast twinfilin with which we investigated the
localization of twinfilin in yeast cells. Endogenous twinfilin localized clearly to the cortical
actin patches in yeast, in addition to some cytoplasmic staining, when detected with the
affinity-purified antibody. This localization was very different from the previously ob-
tained localization of GFP-twinfilin (Goode et al., 1998), and is likely to be due to GFP
sterically hindering twinfilin´s interactions. An alternative explanation could be that the
diffuse cytoplasmic localization of twinfilin seen with GFP-staining results from protein
over-expression, as GFP-twinfilin expression was induced from a GAL promoter. Lack
of staining in twinfilin-deleted cells confirmed specificity of the anti-twinfilin antibody.
Upon disruption of the actin cytoskeleton with the drug Latrunculin-A (Ayscough et al.,
1997), twinfilin staining became diffusely cytoplasmic as the actin patches disappeared,
showing the need for an intact actin cytoskeleton for correct twinfilin localization. Simul-
taneous studies showed that in mouse and Drosophila, twinfilin also localizes to cyto-
plasmic structures that are rich in actin monomers and filaments (Vartiainen et al., 2000;
Wahlström et al., 2001), indicative of twinfilin’s involvement in actin filament dynamics.
4.2 Twinfilin is an abundant protein in cells (I)
Using an antibody against twinfilin, we investigated the amount of protein present in
yeast cells, by comparing known concentrations of purified proteins to different dilu-
tions of cell extracts on a Western blot. We found twinfilin to be an abundant protein in
yeast, because the actin:ADF/cofilin:twinfilin ratio in yeast cells is approximately ~
10:2.5:1. Twinfilin has more recently been reported to be an abundant protein also in
mammalian cells (Vartiainen et al., 2003), suggesting that it is well suited for regulating
the size and dynamics of the actin monomer pool. In yeast, where the pool of actin
monomers is reported to be smaller than in mammalian cells (Karpova et al., 1995),
twinfilin could potentially sequester the majority of actin monomers at a given time. In
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higher eukaryotes the significance of monomer sequestration by twinfilin could be em-
phasized especially in those cell-types where the actin monomer pool is limited.
4.3 Capping protein is essential for twinfilin’s cellular localization (I)
Since twinfilin is an actin monomer-binding protein, it was expected to show diffuse
cytoplasmic localization and not to localize to the cortical actin patches. The unexpected
subcellular localization, and twinfilin’s dependence on an intact actin cytoskeleton for
localization, led to the search for binding partners of twinfilin on the actin filament. We
examined the localization of twinfilin in a number of yeast strains with mutations in spe-
cific actin patch components. Immunofluorescence studies of these cells showed that
twinfilin localized normally to the actin patches in all cells, except those in which Las17
(yeast WASP), or either subunit of the heterodimeric capping protein, was mutated.
Deletion of either subunit of a1b2 capping protein renders the protein nonfunctional
(Sizonenko et al., 1996), strongly indicating capping protein as a potential binding part-
ner of twinfilin. Actin patches are missing in the Las17 deletion mutant cells, and thus the
effect of Las17 for the localization of twinfilin is most likely indirect (Li, 1997).
4.4 Twinfilin interacts with capping protein (I)
Diffuse localization of twinfilin in yeast cells lacking functional capping protein provided
strong evidence for an interaction between these proteins. A native PAGE analysis using
purified recombinant proteins showed twinfilin and capping protein to interact directly
with each other. The two proteins also co-immunoprecipitate with one another in yeast
cell extracts, indicating that they interact with each other in vivo as well. In addition, the
twinfilin mutant Twf1-3p, which does not bind actin (see below), still interacts with
capping protein on a native gel, indicating that the binding sites for actin and capping
protein are located at different sites on the twinfilin molecule.
As described in the “Introduction” section, capping protein binds the barbed end of
actin filaments (Cooper et al., 1999) and thereby prevents both addition and loss of
actin monomers to the filament. Recent studies in yeast have provided direct evidence
that the actin-capping activity of capping protein is necessary for it to function in vivo
(Kim et al., 2004).
4.5 Twinfilin interacts with PI(4,5)P
2
 (I, and unpublished)
Phospholipid binding and protein phosphorylation are common regulatory mechanisms
for several proteins participating in cytoskeletal dynamics (reviewed in Hall, 1994; Janmey,
1994). We studied twinfilin’s interaction with different phospholipids by native gel analysis
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and found twinfilin to interact with PI(4,5)P
2
. The effect of PI(4,5)P
2
 on twinfilin’s actin
interactions was studied by pyrene fluorescence actin assembly assay. These studies
revealed that the phospholipid decreases twinfilin’s actin sequestering ability. The physi-
ological relevance of this interaction still remains unclear, because twinfilin mutations that
would specifically disrupt PI(4,5)P
2
 binding, without effecting actin or capping protein
binding, are not available. The fact that ADF/cofilin, profilin, twinfilin, and capping pro-
tein are all regulated by PI(4,5)P
2
 indicates, however, that it is a regulatory molecule of
central importance, affecting these actin binding proteins in varying ways to promote
controlled treadmilling of actin filaments.
Twinfilin can be phosphorylated in mammalian cells (Vartiainen et al., unpublished), but
the role of this phosphorylation for the activity of twinfilin has not been determined. The
activity of yeast twinfilin does not seem to be regulated by phosphorylation, as a 2-
dimensional gel-electrophoresis assay gave no indication of yeast twinfilin being phos-
phorylated. Similarly, ADF/cofilin, which is phosphorylated at a specific serine residue
in mammals (Agnew et al., 1995), is not phosphorylated in yeast (Lappalainen et al.,
1997), whereas PI(4,5)P
2
 binding regulates ADF/cofilin in both yeast and mammals
(Yonezawa et al., 1990).
5. Actin interactions of twinfilin
5.1 Twinfilin favors ADP-actin monomers (I)
Purified yeast and mouse twinfilin bind actin monomers in a 1:1 ratio and inhibit these
monomers from polymerizing into filaments (Goode et al., 1998; Vartianen et al., 2000).
Actin monomers acquire specific properties depending on the nucleotide state they are
in, and thus knowing which form twinfilin preferentially binds is important for under-
standing its role in actin dynamics. Our native gel analysis revealed that twinfilin strongly
favors MgADP-actin monomers over MgATP-actin monomers. In this regard twinfilin
resembles ADF/cofilin, which also prefers actin in its “assembly-incompetent” ADP-
form (Maciver and Weeds, 1994). More recent assays carried out with mouse twinfilin
under physiological ionic conditions confirm twinfilin’s preference for ADP-G-actin,
and show it to have ~10 times higher affinity (K
d
 = 0.05 mM) for ADP-G-actin than for
ATP-G-actin (K
d
 = 0.47 mM) (Ojala et al., 2002). Of the small actin monomer binding
proteins that are directly involved in regulation of the actin monomer pool in cells, twinfilins
and ADF/cofilins preferentially bind actin monomers in their ADP-actin form while profilins
and b-thymosins prefer ATP-actin. This leads one to speculate that the ADF-H domain
(Lappalainen et al., 1998), of which both ADF/cofilin and twinfilin are composed, has
evolved as a domain specialized for ADP-actin binding.
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5.2 Twinfilin needs bound actin for correct localization (I)
To further investigate twinfilin’s localization to the actin patch, we created a twinfilin
mutant unable to bind actin. To do this we took advantage of the sequence similarity
between the ADF-H domains of twinfilin and ADF/cofilin, and mutated those residues
shown to be most critical for ADF/cofilin’s actin monomer binding (Yonezawa et al.,
1990; Lappalainen et al, 1997). Our multiple sequence alignments showed these residues
to be R88 and R90 in the N-terminal, and K254 and R256 in the C-terminal ADF-H
domain of twinfilin. By replacing only the N-terminal domain residues with alanines we
created mutant Twf1-1p, replacing the C-terminal domain residues gave us Twf1-2p,
and replacing residues in both domains resulted in mutant Twf1-3p. Twf1-1p and Twf1-
2p showed reduced, but not completely abolished, actin binding. Complete loss of actin
binding required mutations in both domains of twinfilin, and was obtained with mutant
Twf1-3p. This double mutant lost its normal subcellular localization and showed only
diffuse cytoplasmic staining in yeast immunofluorescence studies, revealing that a bound
actin monomer is necessary for twinfilin’s localization to the actin patch.
5.3 Actin monomer binding sites are conserved between ADF/cofilin and twinfilin
(I, II)
Twinfilin binds actin monomers in a 1:1 ratio (Goode et al., 1998; Vartiainen et al.,
2000) although it possesses two potential actin-binding domains (ADF-H domains).
The two ADF-H domains of mouse twinfilin bind actin monomers independently in a
competitive manner, and the C-terminal domain shows ~ 10 times stronger actin binding
than the N-terminal domain (Ojala et al., 2002). Based on kinetic data, a model ex-
plaining twinfilin’s binding to actin has been proposed where the N-terminal domain of
twinfilin first binds to the actin monomer, after which a conformational change within the
twinfilin molecule takes place and the actin monomer is transferred to the high-affinity
C-terminal domain. Additionally twinfilin competes with ADF/cofilin for actin binding,
indicating that binding occurs through overlapping interfaces (Ojala et al., 2002).
The crystal structure of the N-terminal ADF-H domain of mouse twinfilin (Twf
1-142
) was
determined by Ville Paavilainen in our laboratory, at 1.6-Å resolution. The structure of
Twf
1-142 
superimposed well with ADF/cofilin structures in spite of only ~ 20 % sequence
homology at the amino acid level between their ADF-H domains. The regions showing
highest sequence homology also showed highest structural similarity, and importantly
the regions involved in actin monomer binding in ADF/cofilin were conserved in the N-
terminal domain of twinfilin (figure 6). On the contrary, the regions in ADF/cofilin impor-
tant for actin filament binding were very different in twinfilin (figure 6), providing struc-
tural evidence for the lack of F-actin binding in twinfilin.
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Our yeast twinfilin mutant Twf1-3p, which cannot bind actin, contains alanine substitu-
tions in residues R88 and R90 in the N-terminal, and K254 and R256 in the C-terminal
ADF-H domain (figure 7).  To map twinfilin’s actin monomer binding site in more detail,
we introduced additional mutations in the mouse twinfilin gene. We introduced six muta-
tions to twinfilin’s N-terminal ADF-H domain at the sites important for actin binding in
ADF/cofilin (figure 7). These also included the residues corresponding to those mutated
in the yeast mutant Twf1-3p. The mutant proteins were expressed as GST-fusion pro-
teins in E. coli. After separating the proteins from GST by trombin-digestion and puri-
fying them by gel-filtration chromatography, we performed a urea denaturation assay
for each of these mutants to confirm their stability. As all mutants showed similar overall
stability to wild-type twinfilin, we determined the affinity for G-actin of every mutant
protein as well as wild-type twinfilin under physiological conditions. The fluorometric
NBD-G-actin binding assays revealed that five of the mutants disrupt the actin monomer
binding of twinfilin, while one of the mutants (K
135
A, K
136
A) showed similar affinity to
G-actin as wild type twinfilin. The residues mutated in this mutant (K
135
A, K
136
A) are
located in a region of the twinfilin ADF-H domain that corresponds to the actin filament-
binding region of ADF/cofilin (figure 6). Since twinfilin does not bind actin filaments, in
contrast to ADF/cofilin, it is not surprising that these mutations do not interfere with its
actin monomer binding. This region of twinfilin is also structurally very different com-
pared to the corresponding region of ADF/cofilin (figure 6). The residues important for
actin binding in twinfilin (figure 7) correspond well with those previously shown to be
important for ADF/cofilin’s actin monomer binding (Lappalainen et al., 1997), though
Figure 6. Actin monomer binding surfaces are conserved between ADF/cofilin and twinfilin. A ribbon
diagram illustrates the structures of yeast cofilin and the N-terminal ADF-H domain of mouse twinfilin. The
residues important for actin monomer binding are indicated in red, and the actin filament binding residues of
ADF/cofilin are shown in blue. Twinfilin binds actin monomers similarly to ADF/cofilin, although the actin-
binding surface in twinfilin is extended compared to that in ADF/cofilin. The region important for ADF/
cofilin’s actin filament binding is not conserved in twinfilin, and is not involved in actin binding (residues in
green). Picture modified from (Paavilainen et al., 2002).
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the actin-binding surface of twinfilin seems to be somewhat extended in comparison to
the actin monomer binding region of ADF/cofilin (figure 6). Taken together, this data
provides direct evidence that twinfilin and ADF/cofilin bind actin monomers through
overlapping interfaces.
6. Interaction between twinfilin and capping protein
6.1 The C-terminal tail-region of twinfilin is essential for capping protein bind-
ing (III)
Capping protein is an evolutionarily conserved binding partner of twinfilin, as recently
the novel mouse twinfilin isoform twinfilin-2 has also been shown to interact with cap-
ping protein. Mouse twinfilins, twinfilin-1 and twinfilin-2, interact with chicken a
1
b
2
 and
mouse a
1
b
1
 capping proteins, showing no isoform specificity (Vartiainen et al., 2003).
Mapping the site for capping protein binding on twinfilin became relevant in order to
understand the mechanism of this interaction. We mapped the binding site for capping
protein on yeast twinfilin by mutating evolutionarily conserved residues that, based on
our previous studies, were not involved in actin monomer binding. These mutagenesis
studies revealed the C-terminus of twinfilin to mediate binding to capping protein (figure
7). This binding site is evolutionarily conserved, as mutating the same region in mamma-
lian twinfilin also abolishes capping protein binding.
We further demonstrated that the capping protein binding site is entirely located in the
C-terminus of twinfilin (figure 7) since this domain alone binds capping protein, whereas
the N-terminal domain shows no detectable binding to capping protein. Well in accord-
ance with these results is the structural data of the twinfilin-capping protein complex
obtained from small angle X-ray scattering studies by Ville Paavilainen in our laboratory.
These data show twinfilin to be a two-domain protein, which interacts with capping
protein through its C-terminal tail-region.
6.2 Twinfilin and capping protein do not affect each other’s binding activities
(III)
Besides interacting with capping protein, twinfilin is known to bind actin monomers and
PI(4,5)P
2
. We thus wanted to examine the ability of the yeast twinfilin mutants Twf1-
10p and Twf1-11p, impaired in capping protein binding, to bind these other twinfilin
ligands. To measure the affinity of Twf1-10p and Twf1-11p for ADP-actin monomers
we performed NBD-assays and compared the K
d
 values with those of wild-type twinfilin.
Wild-type twinfilin gave a K
d
 value of ~ 0.04 mM, Twf1-10p gave K
d
 ~ 0.06 mM and
Twf1-11p gave K
d
 ~ 0.05 mM. These are all within experimental error and show that
37
the twinfilin mutants Twf1-10p and Twf1-11p bind actin monomers with equal affinity as
wild-type twinfilin. To test whether twinfilin mutants Twf1-10p and Twf1-11p were still
able to interact with PI(4,5)P
2
,
 
they were run on a native gel alone and together with
PI(4,5)P
2
. Corresponding samples containing wild-type twinfilin were run parallel on
the gel, and the migration patterns compared. Both mutants as well as wild-type twinfilin
showed a clear shift in motility in the presence of PI(4,5)P
2
, demonstrating that the
PI(4,5)P
2
 binding ability of the mutants was also intact. Thus twinfilin mutants Twf1-10p
and Twf1-11p fully retained their in vitro PI(4,5)P
2
 binding ability as well as their ability
to bind actin monomers, functioning normally except for lack of capping protein binding.
In order to better understand the interaction between capping protein and twinfilin, it
was central to examine whether these proteins have any affect on each other’s activities.
In the laboratory of John Cooper (Washington University, St. Louis, U.S.A) a barbed
end seeded actin assembly assay and a steady-state critical concentration assay were
carried out to compare the ability of capping protein to cap actin filament ends in the
presence and absence of twinfilin. These assays showed capping protein to inhibit barbed
Figure 7. Sequence alignment of yeast and mammalian twinfilin, showing residues important for actin
and capping protein binding. The residues important for actin monomer binding are marked with # above
the sequence, while the residues shown to be important for capping protein binding are marked with *. The
C-terminal tail-region of twinfilin mediates interaction with capping protein, while the actin monomer bind-
ing residues are scattered throughout the two ADF-H domains (indicated by lines below the sequences) . The
alignment was generated using the program Clustal X.
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end polymerization normally also in the presence of high concentrations of twinfilin,
indicating that twinfilin does not regulate the activity of capping protein. Similarly, my
fluorometric twinfilin-G-actin binding-assays, carried out in the presence of capping
protein, showed that twinfilin’s actin monomer sequestering ability is not affected by
capping protein. Taken together, these data indicate that the function of twinfilin’s bind-
ing to capping protein is not to regulate the activities of these proteins, but rather that
twinfilin interacts with capping protein in order to be localized correctly in cells.
6.3 Twinfilin is dependent on capping protein binding for correct localization
and for its role in actin dynamics (III)
To examine the biological role of the twinfilin-capping protein interaction, we expressed
wild-type twinfilin, Twf1-10p, and Twf1-11p under their own promoters from CEN
plasmids in yeast cells. As described above, these mutants specifically disrupt capping
protein binding without having detectable effects on twinfilin’s other known activities.
The correct expression levels of these proteins were verified by Western blotting, and
their in vivo interactions with capping protein were examined by co-immunoprecipitation
assays. Twf1-10p and Twf1-11p showed no interaction with capping protein in vivo,
and we used them to examine the relevance of this interaction for the localization of
twinfilin in yeast cells. Whereas wild-type twinfilin localized to cortical actin patches in
yeast cells, both Twf1-10p and Twf1-11p mutants showed diffuse cytoplasmic staining.
Thus, these immunofluorescence studies revealed direct interaction between twinfilin
and capping protein to be necessary for the localization of twinfilin to the cortical actin
patches.
A useful method in yeast genetics is synthetic lethality, by which, depending on the
nature of the starting mutation, one can uncover redundant pathways or direct protein
interactions. The basic idea is that the double mutant has the lethal phenotype and is
inviable, while separately the individual mutations result in viable yeast (reviewed in
Forsburg, 2001). Twinfilin deletion yeast was previously shown to be synthetically
lethal with a certain ADF/cofilin (cof1-22) and profilin (pfy1-4) mutant (Goode et al.,
1998; Wolven et al., 2000). To investigate the relevance of twinfilin’s interaction with
capping protein, we examined whether the mutant twinfilins Twf1-10p and Twf1-11p
could rescue the synthetic lethality exhibited by these cells. We generated Dtwf1/TWF1
x cof1-22/COF1 and Dtwf1/TWF1 x pfy1-4/PFY1 diploid yeast strains and transfected
these with empty CEN plasmids or plasmids containing wild-type TWF1 or twf1-10
genes. These yeasts were then sporulated, their tetrads dissected, and the resulting
growth was analyzed on different selection media. The construct containing wild-type
TWF1 could, as expected, rescue the synthetic lethality of both Dtwf1 x cof1-22 and
Dtwf1 x pfy1-4 yeast cells. The mutant twinfilin, twf1-10, was unable to rescue the
synthetic lethality exhibited by these cells, as was the empty plasmid lacking the TWF1
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gene. After prolonged (> 5 days) incubation on plates, very small colonies occasionally
appeared also of the Dtwf1 cof1-22 and twf1-10 cof1-22 strains. Immunofluores-
cence experiments showed that in both cases the phenotypes were virtually identical,
with abnormally large cell-size and severely disrupted actin cytoskeleton. Taken to-
gether, these data demonstrate that twinfilin is dependent on its capping protein binding
ability to perform its role in actin dynamics in vivo.
7. The role of twinfilin in actin dynamics (I, III, IV)
The first studies of yeast and mammalian twinfilins (Goode et al., 1998; Vartiainen et al.,
2000) gave some indications of a possible role in the regulation of actin dynamics. Few
conclusions concerning twinfilin´s precise function in cells could, however, be made
based upon the data available at that time. Twinfilin was known to bind actin monomers
in yeast and in mammalian cells in a 1:1 ratio, but not to interact with actin filaments. The
localization of GFP-twinfilin was diffusely cytoplasmic in both yeast and mammalian
cells, but antibody staining of mammalian twinfilin revealed strong cytoplasmic staining
indicating that the GFP had disturbed twinfilin’s normal localization (Goode et al., 1998;
Vartiainen et al., 2000). The localization to cortical structures, seen by antibody staining
of twinfilin in mammalian cells, was a strong indication of twinfilin’s involvement in actin
dynamics (Vartiainen et al., 2000). Also, the fact that twinfilin was shown to inhibit
nucleotide exchange on the actin monomer after binding, together with the phenotypes
obtained with twinfilin yeast mutants (Goode et al., 1998), pointed towards twinfilin
being a novel actin-sequestering protein involved in the regulation of cytoskeletal dy-
namics.
Based on the data obtained in this study, together with other recent data, we are now
able to present a “mailman model” (Palmgren et al., 2002; see also figure 8) that pro-
vides a plausible explanation for twinfilin’s role in cells as a localizer of actin monomers.
This model postulates that once an actin monomer has been depolymerized from the
pointed end of an actin filament by ADF/cofilin (Carlier et al., 1997), twinfilin can take
this monomer from ADF/cofilin (figure 8). Twinfilin has been shown to compete with
ADF/cofilin for actin monomer binding (Ojala et al., 2002), supporting such an idea.
After binding the actin monomer with its N-terminal ADF-H domain, a conformational
change in twinfilin would allow the monomer to be moved to the C-terminal domain,
which exhibits stronger actin binding affinity (Ojala et al., 2002). As we have shown
twinfilin to preferentially bind ADP-actin monomers, it could now localize the monomer
in its “inactive” ADP-form to sites in the cell where actin polymerization takes place
(figure 8). Antibody staining of yeast twinfilin revealed it to localize to cortical actin
patches in yeast cells, which are places of high filament turnover. Our results also show
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twinfilin to be an abundant protein in cells, which means that it can sequester a large
proportion of the actin monomer pool at any given time. Combined with twinfilin hinder-
ing nucleotide exchange upon binding actin (Goode et al., 1998), its effect on the actin
monomer pool could be significant. For correct localization in yeast cells, we have
shown twinfilin to directly interact with capping protein at the barbed end of the actin
filament (figure 8). In addition, we have shown that this interaction is crucial for twinfilin’s
function in cells, indicating that the role of this interaction could be to deliver actin monomers
for filament polymerization (figure 8).
Slightly confusing is that twinfilin interacts with capping protein and thus localizes to
capped filaments instead of filaments that are ready for elongation. Capping protein
binds the barbed end of actin filaments and prevents the addition and loss of actin
monomers to the filament end (Wear et al., 2003; Kim et al., 2004). It is important to
note, however, that in yeast cells the tiny size of actin patches probably means that
capped filaments are located in very close vicinity to uncapped ones, allowing monomers
at capped filaments to rapidly diffuse to uncapped filament barbed ends close by. We
have shown that mouse twinfilin also interacts with capping protein, but wheter this
interaction is required for the localization of twinfilin in mammalian cells remains to be
investigated. After the monomer has been released from twinfilin, profilin could mediate
nucleotide exchange on the monomer before its incorporation into an elongating filament
(figure 8).
Theoretically, release of the actin monomer bound to twinfilin could occur by a confor-
mational change occurring in twinfilin upon binding to capping protein at the filament
end. Our studies showed that capping protein does not influence twinfilin’s actin monomer
binding ability, but as these experiments were carried out using soluble capping protein,
it might not reflect the situation at the barbed end of the filament. The fact that capping
protein undergoes a conformational change upon binding to the actin filament (Yamashita
et al., 2003; Wear et al., 2003), combined with the location of twinfilin’s high affinity
actin binding site close to its C-terminal capping protein binding site, indicates that a
conformational change in capping protein could result in the release of the actin monomer
from twinfilin. Another possibility is that some currently unidentified protein interacts
with the twinfilin-actin-capping protein complex at the barbed end of the filament medi-
ating release of ADP-G-actin from twinfilin. As these mechanisms account only for the
monomer release from twinfilin, they do not explain how capping protein could poten-
tially be removed from the filament end. PI(4,5)P
2 
inhibits actin binding both of capping
protein (Amatruda and Cooper, 1992) and twinfilin, allowing for the theoretical possi-
bility that this second messenger regulates barbed end elongation by interaction with
these two proteins. PI(4,5)P
2 
binding to capping protein releases capping protein from
the filament barbed end (Schafer et al., 1996) and its simultaneous binding to twinfilin
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could result in release of the actin monomer, providing both a free actin filament end and
a free actin monomer for elongation. Whether this speculative mechanism will prove to
be correct remains to be seen.
Figure 8. Hypothetical model illustrating twinfilin’s function in cells as a protein that sequesters actin
monomers from unwanted places, and delivers them to sites of actin polymerisation. Pathway a: Recy-
cling of actin monomers by Srv2/CAP. ADF/cofilin depolymerizes ADP-G-actin from the pointed end of the
actin filament (1a). The ADF/cofilin-actin complex then interacts with Srv2/CAP, bound to Abp1 at the
plasma membrane, and Srv2/CAP takes the actin monomer from ADF/cofilin (2a). ADF/cofilin is thereby
released for a new round of actin depolymerization (3a).  Profilin then catalyzes the exchange of actin
nucleotide on the actin monomer (4a), and the ATP-actin monomer is thus ready for incorporation into the
filament (5a). Pathway b: Localization of ADP-G-actin by twinfilin. An actin monomer that ADF/cofilin has
depolymerized from the pointed end of the actin filament diffuses further away from the actin patch (1b).
Twinfilin catches the ADF/cofilin bound ADP-actin monomer from ADF/cofilin at an unwanted place in the
cell (2b), releasing ADF/cofilin for further actin depolymerization (3b). Twinfilin binds the actin monomer
first with its low affinity N-terminal domain, but soon shifts the actin monomer to its high affinity C-terminal
domain (4b). Twinfilin then transports the actin monomer in its “inactive” ADP-form to places in the cell
where filament polymerisation is taking place. This localization is promoted by interaction between twinfilin’s
C-terminal tail-region and capping protein (5b). Profilin then possibly takes the actin monomer from twinfilin,
exchanges its nucleotide to ATP (6b) and mediates the incorporation of the ATP-G-actin into the barbed end
of the filament (7b). PI(4,5)P
2
 at the plasma membrane binds twinfilin and inhibits its actin monomer bind-
ing. Thus “pathway a” illustrates normal recycling of actin monomers by Srv2/CAP, while “pathway b”
illustrates how twinfilin hinders actin monomers from polymerizing in unwanted places in the cell by trans-
porting them to places where actin polymerisation is taking place.
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Although our studies suggest that twinfilin is involved in recycling actin monomers from
ADF/cofilin to new rounds of assembly, other proteins also appear to contribute to this
aspect of actin dynamics. The fact that the actin-ADF/cofilin complex has been indi-
cated to be a target also for Srv2/CAP (Moriyama and Yahara, 2002) suggests that
partially overlapping functions must exist for twinfilin and Srv2/CAP. Srv2/CAP has
been shown to displace ADF/cofilins from actin monomers, thereby releasing ADF/
cofilin for further depolymerization and simultaneously freeing actin monomers for po-
lymerization (Moriyama and Yahara, 2002; Balcer et al., 2003). Comparison of the
known properties of these two proteins, however, indicates that Srv2/CAP is involved
in recycling of actin monomers locally at actin patches, while twinfilin could have a more
specialized function in actin monomer localization (figure 8).
It is important to note that hindering uncontrolled polymerization from occurring in the
wrong places in cells is of equal importance as structured polymerization occurring in a
coordinated manner. Twinfilin is well suited to function as a protein that binds actin
monomers located in undesired places in the cell, transport them to sites of actin polym-
erization, and thereby hinder polymerization from occurring in unwanted sites. Support
for this type of model (figure 8), where twinfilin’s function is to ensure delivery of actin
monomers to the correct sites in the cell, comes from studies in Drosophila. The punc-
tuate localization of twinfilin  in fully elongated Drosophila bristles may represent locali-
zation to the barbed ends of actin filaments, indicating that also in these cells twinfilin
serves to localize actin monomers to sites of actin filament assembly. Drosophila bris-
tles lacking functional twinfilin contain a large number of missoriented and misslocalized
actin filament structures, indicating that spontaneous uncontrolled actin nucleation takes
place in these cells (Wahlström et al., 2001).
In spite of some remaining open question about the precise mechanism by which twinfilin
functions, it is well established by now that twinfilin belongs to the central, conserved,
ubiquitous proteins involved in regulation of actin dynamics. Twinfilin is one of the cen-
tral pieces in this complex puzzle of actin dynamics, but exactly how all the pieces fit
together remains to be seen. Completion of the puzzle is made all the more challenging
due to the fact that a number of pieces are still likely to be missing.
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CONCLUSIONS AND FUTURE PROSPECTS
This thesis work has revealed many of the basic properties of twinfilin, and based
on this information a plausible model for twinfilin’s function in cells is suggested
(see previous section and figure 8). Based on this work we now know twinfilin to
be an abundant protein that localizes to cortical actin patches in yeast cells. Twinfilin
interacts with ADP-G-actin and capping protein, and these interactions are crucial
for its correct cellular localization. Additionally, PI(4,5)P
2
 is shown to bind
twinfilin, thereby hindering actin monomer binding. The interaction of twinfilin
with capping protein was studied in detail, revealing twinfilin to bind capping
protein with its C-terminal tail-region and demonstrating this interaction to be
vital for twinfilin’s function in cells.
Nonetheless, several unanswered questions remain regarding our model for
twinfilin’s function in cells (figure 8). Some major questions concerning this model
are: How does twinfilin release its bound actin monomer upon binding to capping
protein? How does capping protein allow monomer incorporation, if indeed it
does so at all? If not, how does the monomer reach an uncapped actin filament
barbed end? And also, why does twinfilin possess two ADF-H domains although
it binds only one actin monomer? Is there still some unknown ligand for twinfilin?
A possible method to search for other potential ligands for twinfilin would be a
yeast-two hybrid screen. A novel ligand might also provide an answer for how the
monomer is released from twinfilin and incorporated into a growing actin fila-
ment. More knowledge of the in vivo importance of PI(4,5)P
2
 binding to twinfilin
and capping protein might also provide clues as to how the actin monomer moves
from twinfilin, past capping protein, into the growing actin filament. Unfortu-
nately studying complex processes involving several components, as in this case
twinfilin, actin monomer, actin filament, capping protein and possibly also
PI(4,5)P
2
, has its own problems and there are no obvious straightforward assays
or solutions. Nevertheless, future research will certainly provide answers to the
open questions regarding release and incorporation of the actin monomer trans-
ported by twinfilin. Crystal structures of twinfilin’s C-terminal domain as well as
twinfilin in complex with actin and/or capping protein would also provide useful
answers to these protein interactions, and as to whether a conformational change
mediates the release of the actin monomer from twinfilin.
44
ACKNOWLEDGEMENTS
This study was carried out at the Institute of Biotechnology, University of Helsinki, with financial
support from the Academy of Finland, the Sigrid Juselius Foundation and Nylands Nation.
I am deeply grateful to my supervisor, docent Pekka Lappalainen, for his interest and devotion to
my work, which have been a necessary and constant source of inspiration. His enthusiasm for
science, and patience to provide lenghty explanations when needed, are much appreciated. Set-
backs and failures in the lab have been less frustrating thanks to Pekka’s optimistic spirit!
I which to thank professor Mart Saarma, the director of the Institute of Biotechnology, for the great
research and core facilities provided by the Institute. The Viikki graduate school of Biosciences is
acknowledged for its excellent courses and its travel grants. I want to thank professor Hannu
Saarilahti, the head of the division of genetics, for his positive attitude regarding my studies.
Professor Makarow and docent Petri Auvinen are thanked for their support as my follow-up group
members. I which to express my greatest gratitude to Docent Olli Carpén and Docent Jussi Jäntti for
their swift and thorough revision of this manuscript. My collaborators, in particular Dr. Martin
Wear and professor John Cooper (Washington University, St. Louis, USA), are ackowledged for a
very fruitful collaboration.
During my years as both undergraduate and then graduate student in the Lappalainen lab I have
seen the group grow as well as the people change, however the positive working atmosphere in the
group has remained all along. For that I whish to thank all present and former members of the
dynamic actin group: Eija, Elisa, Enni, Hanna, Juha, Maria, Miia, Pauli, Perttu, Pieta, Pirta and Ville.
Our daily coffee break is definitely a real energy-kick, due only partly to the caffeine! Also our
numerous activities outside the lab (curling, bowling, cart-racing, baking, Megazone-fighting, horse
race betting...) have created a good balance between work and fun. A special thanks goes to Ville
for fruitful team-work on our publications, all the computer-related help over the years, as well as
excellent back-seat driving and great taste in radio stations.
Dr. Johan Peränen is thanked for experimental advice and reagents borrowed. Johan and Johanna
are also acknowledged for the relaxing atmosphere and all the gossip and laughs we shared in our
joint office during many years. Johanna is furthermore thanked for all the fun we have had both
during our studies and otherwise – a loyal friend in every sence!
I whish to thank my wonderful friends for always being there, and for showing that friendship is
what really matters in life. My parents, Juni and Sten, as well as my “extended family”, are thanked
for their constant support and unconditional love. I especially want to thank my mom for her
contageous enthusiasm for academia and science, and my father in law, Hans, for his help with the
layout of this thesis. With all my heart I thank my husband Micke who is everything to me. Finally,
I want to express my gratitude to our unborn baby for the inspiring kicks motivating me to stick to
the timetable and complete this thesis work on schedule.
Helsinki, April 2004
45
REFERENCES
Adams, A. E. and Pringle, J. R. 1984. Relationship of actin and tubulin distribution to bud growth in
wild-type and morphogenetic-mutant Saccharomyces cerevisiae. J. Cell Biol. 98:934-945.
Agnew, B. J., Minamide, L. S. and Bamburg, J. R. 1995. Reactivation of phosphorylated actin
depolymerizing factor and identification of the regulatory site. J. Biol. Chem. 270:17582-
17587.
Alberts, A. 2001. Identification of a carboxyl-terminal diaphanous-related formin homology protein
autoregulatory domain. J. Biol. Chem. 276:2824-2830.
Amatruda, J. F. and Cooper, J. A. 1992. Purification, characterization, and immunofluorescence
localization of Saccharomyces cerevisiae capping protein. J. Cell Biol. 117:1067-1076.
Anderson, R. A., Boronenkov, I. V., Doughman, S. D., Kunz, J. and Loijens, J. C. 1999.
Phosphatidylinositol phosphate kinases, a multifaceted family of signaling enzymes. J. Biol.
Chem. 274:9907-9910.
Anton, I. M., Lu, W., Mayer, B. J., Ramesh, N. and Geha, R. S. 1998. The Wiskott-Aldrich syndrome
protein-interacting protein (WIP) binds to the adaptor protein Nck. J. Biol. Chem. 273:20992-
20995.
Arber, S., Barbayannis, F. A., Hanser, H., Schneider, C., Stanyon, C. A., Bernard, O. and Caroni, P.
1998. Regulation of actin dynamics through phosphorylation of cofilin by LIM-kinase. Na-
ture 393:805 – 809.
Ayscough, K. R., Stryker, J., Pokala, N., Sanders, M., Crews, P. and Drubin, D. G. 1997. High rates of
actin filament turnover in budding yeast and roles for actin in establishment and maintenance
of cell polarity revealed using the actin inhibitor latrunculin-A. J. Cell Biol. 137:399-416.
Ayscough, K. R. 1998. In vivo functions of actin-binding proteins. Curr. Opin. Cell Biol. 10:102-
111.
Ayscough, K. R. and Drubin, D. G. 1998. A role for the yeast actin cytoskeleton in pheromone
receptor clustering and signalling. Curr. Biol. 8:927-930.
Balcer, H. I., Goodman, A. L., Rodal, A. A., Smith, E., Kugler, J., Heuser, J. E. and Goode, B. L. 2003.
Coordinated regulation of actin filament turnover by a high-molecular-weight Srv2/CAP com-
plex, cofilin, profilin, and Aip1. Curr. Biol. 13:2159-2169.
Bamburg, J. R. 1999. Proteins of the ADF/cofilin family: Essential Regulators of Actin Dynamics.
Annu. Rev. Cell Dev. Biol. 15:185-230.
Bear, J. E., Rawls, J. F. and Saxe, C. L. III. 1998. SCAR, a WASP-related protein, isolated as a
suppressor of receptor defects in late Dictyostelium development. J. Cell Biol. 142:1325-
1335.
Bertling, E., Hotulainen, P., Mattila, P. K., Matilainen, T., Salminen, M. and Lappalainen, P. 2004.
Cyclase-associated-protein 1 promotes cofilin-induced actin dynamics in mammalian non-
muscle cells. Mol. Biol. Cell. In press.
Bernstein, B. W., Painter, W. B., Chen, H., Minamide, L. S., Abe, H. and Bamburg, J. R. 2000.
Intracellular pH modulation of ADF/cofilin proteins. Cell Motil. Cytoskeleton. 47:319-336.
Bishop, A. L. and Hall, A. 2000. Rho GTPases and their effector proteins. Biochem J. 348:241-255.
46
Blanchoin, L. and Pollard, T. D. 1998. Interaction of actin monomers with Acanthamoeba actophorin
(ADF/cofilin) and profilin. J. Biol. Chem. 273:25106-25111.
Blanchoin, L. and Pollard, T. D. 2002. Hydrolysis of ATP by polymerized actin depends on the
bound divalent cation but not profilin. Biochemistry. 41:597-602.
Bretscher, A. 2003. Polarized growth and organelle segregation in yeast: the tracks, motors, and
receptors. J. Cell Biol. 160:811-816.
Caldwell, J. E., Heiss, S. G., Mermall, V. and Cooper, J. A. 1989. Effects of CapZ, an actin capping
protein of muscle, on the polymerization of actin. Biochemistry. 28:8506-8514.
Carlier, M. F., Laurent, V., Santolini, J., Melki, R., Didry, D., Xia, G. X., Hong, Y., Chua, N. H. and
Pantaloni, D. 1997. Actin depolymerizing factor (ADF/cofilin) enhances the rate of filament
turnover: implication in actin-based motility. J. Cell Biol. 136:1307-1322.
Carlier, M. F. 1998. Control of actin dynamics. Curr. Opin. Cell Biol. 10:45-51.
Carlsson, L., Nyström, L. E., Sundkvist, I., Markey, F. and Lindberg, U. 1977. Actin polymerizability
is influenced by profilin, a low molecular weight protein in non-muscle cells. J. Mol. Biol.
115:465-483.
Casella, J. F., Craig, S. W., Maack, D. J. and Brown, A. E. 1987. Cap Z(36/32), a barbed end actin-
capping protein, is a component of the Z-line of skeletal muscle. J. Cell Biol. 105:371-379.
Chant, J. and Pringle, J. R. 1995. Patterns of bud-site selection in the yeast Saccharomyces cerevisiae.
J. Cell Biol. 129:751-765.
Condeelis, J. 2001. How is actin polymerization nucleated in vivo? Trends in Cell Biol.  7:288-293.
Cooper, J. A., Hart, M. C., Karpova, T. S. and Schafer, D. A. 1999. Cappind protein. In Guidebook to
the Cytoskeletal and Motor Proteins, T. Kreis and R. Vale, eds. New York: Oxford University
Press. pp. 62-64.
Derry, J. M., Ochs, H. D. and Francke, U. 1994. Isolation of a novel gene mutated in Wiskott-Aldrich
syndrome. Cell. 78:635-644.
Di Nardo, A., Gareus, R., Kwiatkowski, D. and Witke W. 2000. Alternative splicing of the mouse
profilin II gene generates functionally different profilin isoforms. J. Cell Sci. 113:3795-3803.
Dong, Y., Pruyne, D. and Bretscher, A. 2003. Formin-dependent actin assembly is regulated by
distinct modes of Rho signaling in yeast. J. Cell Biol. 161:1081-1092.
Doughman, R. L., Firestone, A. J. and Anderson, R. A. 2003. Phosphatidylinositol phosphate
kinases put PI4,5P(2) in its place. J. Membr. Biol. 194:77-89.
Drubin, D. G. 1991. Development of cell polarity in budding yeast. Cell. 65:1093-1096.
Drubin, D. G. and Nelson, W. J. 1996. Origins of cell polarity. Cell. 84:335-344.
Eads, J. C., Mahoney, N. M., Vorobiev, S., Bresnick, A. R., Wen, K. K., Rubenstein, P. A., Haarer, B.
K. and Almo, S. C. 1998. Structure determination and characterization of Saccharomyces
cerevisiae profilin. Biochemistry. 37:11171-11181.
Eden, S., Rohatgi, R., Podtelejnikov, A. V., Mann, M. and Kirschner, M. W. 2002. Mechanism of
regulation of WAVE1-induced actin nucleation by Rac1 and Nck. Nature. 418: 790-793.
Engqvist-Goldstein, A. E. and Drubin, D. G. 2003. Actin assembly and endocytosis: from yeast to
mammals. Annu. Rev. Cell Dev. Biol. 19:287-332.
Evangelista, M., Blundell, K., Longtine, M. S., Chow, C. J., Adames, N., Pringle, J. R., Peter, M. and
47
Boone, C. 1997. Bni1p, a yeast formin linking cdc42p and the actin cytoskeleton during
polarized morphogenesis. Science. 276:118-22.
Evangelista, M., Klebl, B. M., Tong, A. H., Webb, B. A., Leeuw, T., Leberer, E., Whiteway, M.,
Thomas, D. Y. and Boone, C. 2000. A role for myosin-I in actin assembly through interactions
with Vrp1p, Bee1p, and the Arp2/3 complex. J. Cell Biol. 148:353-362.
Evangelista, M., Pruyne, D., Amberg, D. C., Boone, C. and Bretscher, A. 2002. Formins direct Arp2/
3-independent actin filament assembly to polarize cell growth in yeast. Nat. Cell Biol. 4:260-
269.
Fedor-Chaiken, M., Deschenes, R. J. and Broach, J. R. 1990. SRV2, a gene required for RAS activa-
tion of adenylate cyclase in yeast. Cell. 61:329-340.
Field, J., Xu, H. P., Michaeli, T., Ballester, R., Sass, P., Wigler, M. and Colicelli, J. 1990. Mutations of
the adenylyl cyclase gene that block RAS function in Saccharomyces cerevisiae. Science.
247:464-467.
Forsburg, S. L. 2001. The art and design of genetic screens: yeast. Nat. Rev. Genet. 2:659-68.
Freeman, N. L., Chen, Z., Horenstein, J., Weber, A. and Field, J. 1995. An actin monomer binding
activity localizes to the carboxyl-terminal half of the Saccharomyces cerevisiae cyclase-
associated J. Biol. Chem. 270:5680-5685.
Goffeau, A., Barrell, B. G., Bussey, H., Davis, R. W., Dujon, B., Feldmann, H., Galibert, F., Hoheisel,
J. D., Jacq, C., Johnston, M., Louis, E. J., Mewes, H. W., Murakami, Y., Philippsen, P., Tettelin,
H. and Oliver, S. G. 1996. Life with 6000 genes. Science. 274:563-7.
Goldschmidt-Clermont, P. J., Machesky, L. M., Doberstein, S. K. and Pollard, T. D. 1991. Mechanism
of the interaction of human platelet profilin with actin. J. Cell Biol. 113:1081-1089.
Goode, B. L., Drubin, D. G., and Lappalainen, P. 1998. Regulation of the cortical actin cytoskeleton
in budding yeast by twinfilin, a ubiquitous actin monomer-sequestering protein. J. Cell Biol.
142:723-733.
Gunsalus, K. C., Bonaccorsi, S., Williams, E., Verni, F., Gatti, M. and Goldberg, M. L. 1995. Mutations
in twinstar, a Drosophila gene encoding a cofilin/ADF homologue, result in defects in cen-
trosome migration and cytokinesis. J. Cell Biol. 131:1243-1259.
Haarer, B. K., Lillie, S. H., Adams, A. E., Magdolen, V., Bandlow, W. and Brown, S. S. 1990. Purifica-
tion of profilin from Saccharomyces cerevisiae and analysis of profilin-deficient cells. J. Cell
Biol. 110:105-114.
Hall, A. 1994. Small GTP-binding proteins and the regulation of the actin cytoskeleton. Annu. Rev.
Cell Biol. 10:31-54.
Higgs, H. N. and Pollard, T. D. 2000. Activation by Cdc42 and PIP
2
 of Wiskott-Aldrich syndrome
protein (WASp) stimulates actin nucleation by Arp2/3 complex. J. Cell Biol. 150: 1311-1320.
Hilpelä, P., Vartiainen, M. K. and Lappalainen, P. 2004. Regulation of the actin cytoskeleton by
PI(4,5)P2 and PI(3,4,5)P3. Curr. Top. Microbiol. Immunol. 282:117-163.
Hu, E., Chen, Z., Fredrickson, T. and Zhu, Y. 2001. Molecular cloning and characterization of
profilin-3: a novel cytoskeleton-associated gene expressed in rat kidney and testes. Exp.
Nephrol. 9:265-274.
Hubberstey, A. V. and Mottillo, E. P. 2002. Cyclase-associated proteins: CAPacity for linking signal
transduction and actin polymerization. FASEB J. 6:487-499.
48
Hwang, E., Kusch, J., Barral, Y. and Huffaker, T. C. 2003. Spindle orientation in Saccharomyces
cerevisiae depends on the transport of microtubule ends along polarized actin cables. J. Cell
Biol. 161:483-488.
Imamura, H., Tanaka, K., Hihara, T., Umikawa, M., Kamei, T., Takahashi, K., Sasaki, T. and Takai, Y.
1997. Bni1p and Bnr1p: downstream targets of the Rho family small G-proteins which interact
with profilin and regulate actin cytoskeleton in Saccharomyces cerevisiae. EMBO J. 16:2745-
2755.
Janmey, P. A. 1994. Phosphoinositides and calcium as regulators of cellular actin assembly and
disassembly Annu. Rev. Physiol. 56:169-191.
Kaksonen, M., Sun, Y. and Drubin, D. G. 2003. A pathway for association of receptors, adaptors,
and actin during endocytic internalization. Cell. 115:475-487.
Karpova, T. S., Tatchell, K. and Cooper, J. A. 1995. Actin filaments in yeast are unstable in the
absence of capping protein or fimbrin. J. Cell Biol. 131:1483-1493.
Karpova, T. S., McNally, J. G., Moltz, S. L. and Cooper, J. A. 1998. Assembly and function of the
actin cytoskeleton of yeast: relationships between cables and patches. J. Cell Biol. 142:1501-
1517.
Kawamukai, M., Gerst, J., Field, J., Riggs, M., Rodgers, L., Wigler, M. and Young, D. 1992. Genetic
and biochemical analysis of the adenylyl cyclase-associated protein, cap, in
Schizosaccharomyces pombe. Mol. Biol. Cell. 3:167-180.
Kim, K., Yamashita, A., Wear, M. A., Maeda, Y. and Cooper, J. A. 2004. Capping protein binding to
actin in yeast: biochemical mechanism and physiological relevance. J. Cell Biol. 164:567-580.
Kinley, A. W., Weed, S. A., Weaver, A. M., Karginov, A. V., Bissonette, E., Cooper, J. A. and
Parsons, J. T. 2003. Cortactin interacts with WIP in regulating Arp2/3 activation and mem-
brane protrusion. Curr. Biol. 13:384-393.
Krause, M., Dent, E. W., Bear, J. E., Loureiro, J. J. and Gertler, F. B. 2003. Ena/VASP proteins:
regulators of the actin cytoskeleton and cell migration. Annu. Rev. Cell Dev. Biol. 19:541-564.
Lambrechts, A., Braun, A., Jonckheere, V., Aszodi, A., Lanier, L. M., Robbens, J., Van Colen, I.,
Vandekerckhove, J., Fassler, R. and Ampe, C. 2000. Profilin II is alternatively spliced, resulting
in profilin isoforms that are differentially expressed and have distinct biochemical properties.
Mol. Cell Biol. 20:8209-8219.
Lappalainen, P. and Drubin, D. G. 1997. Cofilin promotes rapid actin filament turnover in vivo.
Nature. 388:78-82.
Lappalainen, P., Fedorov, E. V., Fedorov, A. A., Almo, S. C. and Drubin, D. G. 1997. Essential
functions and actin-binding surfaces of yeast cofilin revealed by systematic mutagenesis.
EMBO J. 16:5520-5530.
Lappalainen, P., Kessels, M. M., Cope, M. J. and Drubin, D. G. 1998. The ADF homology (ADF-H)
domain: a highly exploited actin-binding module. Mol. Biol. Cell. 9:1951-1959.
Lechler, T., Jonsdottir, G. A., Klee, S. K., Pellman, D. and Li, R. 2001. A two-tiered mechanism by
which Cdc42 controls the localization and activation of an Arp2/3-activating motor complex
in yeast. J. Cell Biol. 155:261-270.
Li, R. 1997. Bee1, a yeast protein with homology to Wiscott-Aldrich Syndrome protein, is critical for
the assembly of cortical actin cytoskeleton. J. Cell Biol. 136:649-658.
Li, F. and Higgs, H. N. 2003. The mouse formin, mDia1, is a potent actin nucleation factor regulated
49
by auto-inhibition. Curr. Biol. 13:1335–1340.
Machesky, L. M. and Poland, T. D. 1993. Profilin as a potential mediator of membrane-cytoskeleton
communication. Trends. Cell Biol. 3:381-385.
Machesky, L. M., Atkinson, S. J., Ampe, C., Vandekerckhove, J. and Pollard, T. D. 1994. Purification
of a cortical complex containing two unconventional actins from Acanthamoeba by affinity
chromatography on profilin-agarose. J. Cell Biol. 127:107-115.
Machesky, L. M., Mullins, R. D., Higgs, H. N., Kaiser, D. A., Blanchoin, L., May, R. C., Hall, M. E. and
Pollard, T. D. 1999. Scar, a WASp-related protein, activates nucleation of actin filaments by
the Arp2/3 complex. Proc. Natl. Acad. Sci. U S A. 96:3739-3744.
Machesky, L. M. and Gould, K. L. 1999. The Arp2/3 complex: a multifunctional actin organizer. Curr.
Opin. Cell Biol. 11:117-121.
Machesky, L. M. and Insall, R. H. 1999. Signaling to actin dynamics. J. Cell Biol. 146:267-272.
Maciver, S. K. and Weeds, A. G. 1994. Actophorin preferentially binds monomeric ADP-actin over
ATP-bound actin: consequences for cell locomotion. FEBS Lett. 347:251-256.
Maciver, S. K and Hussey, P. J. 2002. The ADF/cofilin family: actin-remodeling proteins. Genome
Biol. 3:reviews3007.1-3007.12.
Madania, A., Dumoulin, P., Grava, S., Kitamoto, H., Scharer-Brodbeck, C., Soulard, A., Moreau, V.
and Winsor, B. 1999. The Saccharomyces cerevisiae homologue of human Wiskott-Aldrich
syndrome protein Las17p interacts with the Arp2/3 complex. Mol. Biol. Cell. 10:3521-3538.
Martinez-Quiles, N., Rohatgi, R., Anton, I. M., Medina, M., Saville, S. P., Miki, H., Yamaguchi, H.,
Takenawa, T., Hartwig, J. H., Geha, R. S. and Ramesh, N. 2001. WIP regulates N-WASP-
mediated actin polymerization and filopodium formation. Nat. Cell Biol. 3:484-491.
McGough, A., Pope, B., Chiu, W. and Weeds, A. 1997. Cofilin changes the twist of F-actin: implica-
tions for actin filament dynamics and cellular function. J. Cell Biol. 138:771-781.
McKim, K. S., Matheson, C., Marra, M. A., Wakarchuk, M. F. and Baillie, D. L. 1994. The
Caenorhabditis elegans unc-60 gene encodes proteins homologous to a family of actin-
binding proteins. Mol. Gen. Genet. 242:346-357.
Miki, H., Miura, K. and Takenawa, T. 1996. N-WASP, a novel actin-depolymerizing protein, regu-
lates the cortical cytoskeletal rearrangement in a PIP2-dependent manner downstream of
tyrosine kinases. EMBO J. 15:5326-5335.
Miki, H., Suetsugu, S. and Takenawa, T. 1998. WAVE, a novel WASP-family protein involved in
actin reorganization induced by Rac. EMBO J. 17:6932-6941.
Mockrin, S. C. and Korn, E. D. 1980. Acanthamoeba profilin interacts with G-actin to increase the
rate of exchange of actin-bound adenosine 5'-triphosphate. Biochemistry. 19:5359-5362.
Moon, A. L., Janmey, P. A., Louie, K. A. and Drubin, D. G. 1993. Cofilin is an essential component
of the yeast cortical cytoskeleton. J. Cell Biol. 120:421-435.
Moreau, V., Madania, A., Martin, R. P. and Winson, B. 1996. The Saccharomyces cerevisiae actin-
related protein Arp2 is involved in the actin cytoskeleton. J. Cell Biol. 134:117-132.
Moreau, V., Frischknecht, F., Reckmann, I., Vincentelli, R., Rabut, G., Stewart, D. and Way, M. 2000.
A complex of N-WASP and WIP integrates signalling cascades that lead to actin polymeriza-
tion. Nat. Cell Biol. 2:441-448.
Morgan, T. E., Lockerbie, R. O., Minamide, L. S., Browning, M. D. and Bamburg, J. R. 1993. Isolation
50
and characterization of a regulated form of actin depolymerizing factor. J. Cell Biol. 122:623-
633.
Moriyama, K. and Yahara, I. 2002. The actin-severing activity of cofilin is exerted by the interplay of
three distinct sites on cofilin and essential for cell viability. Biochem. J. 365:147-155.
Mullins, R. D., Kelleher, J. F., Xu, J. and Pollard, T. D. 1998. Arp2/3 complex from Acanthamoeba
binds profilin and cross-links actin filaments. Mol. Biol. Cell. 9:841-852.
Mullins, R. D. 2000. How WASP-family proteins and the Arp2/3 complex convert intracellular
signals into cytoskeletal structures. Curr. Opin. Cell Biol. 12:91-96.
Naqvi, S. N., Zahn, R., Mitchell, D. A., Stevenson, B. J. and Munn, A. L. 1998. The WASp homo-
logue Las17p functions with the WIP homologue End5p/verprolin and is essential for en-
docytosis in yeast. Curr. Biol. 8:959-962.
Ogg, S. C. and Lamond, A. I. 2002. Cajal bodies and coilin - moving towards function. J. Cell Biol.
159:17-21.
Ojala, P. J., Paavilainen, V. and Lappalainen, P. 2001. Identification of yeast cofilin residues specific
for actin monomer and PIP2 binding. Biochemistry. 40:15562-15569.
Ojala, P. J., Paavilainen, V. O., Vartiainen, M. K., Tuma, R., Weeds, A. G. and Lappalainen, P. 2002.
The two ADF-H domains of twinfilin play functionally distinct roles in interactions with actin
monomers. Mol. Biol. Cell. 13:3811-3821.
Pantaloni, D. and Carlier, M. F. 1993. How profilin promotes actin filament assembly in the presence
of thymosin beta 4. Cell. 75:1007-1014.
Pantaloni, D., Boujemaa, R., Didry, D., Gounon, P. and Carlier, M. F. 2000. The Arp2/3 complex
branches filament barbed ends: functional antagonism with capping proteins. Nat. Cell Biol.
2:385-391.
Pantaloni, D., Le Clainche, C. and Carlier, M. F. 2001. Mechanism of actin-based motility. Science.
292:1502-1506.
Paunola, E., Mattila, P. K. and Lappalainen, P. 2002. WH2 domain: a small, versatile adapter for actin
monomers. FEBS Lett. 513:92-97.
Perelroizen, I., Didry, D., Christensen, H., Chua, N. H. and Carlier, M. F. 1996. Role of nucleotide
exchange and hydrolysis in the function of profilin in action assembly. J. Biol. Chem.
271:12302-12309.
Pollard, T. D. and Cooper, J. A. 1986. Actin and actin-binding proteins. A critical evaluation of
mechanisms and functions. Annu. Rev. Biochem. 55:987-1035.
Pollard, T. D., Blanchoin, L. and Mullins, R. D. 2000. Molecular mechanisms controlling actin
filament dynamics in nonmuscle cells. Annu. Rev. Biophys. Biomol. Struct. 29:545-576.
Prehoda, K. E., Scott, J. A., Mullins, R. D. and Lim, W. A. 2000. Integration of multiple signals
through cooperative regulation of the N-WASP-Arp2/3 complex. Science. 290:801-806.
Pring, M., Evangelista, M., Boone, C., Yang, C. and Zigmond, S. H. 2003. Mechanism of formin-
induced nucleation of actin filaments. Biochemistry. 42:486-496.
Pruyne, D. and Bretscher, A. 2000 a. Polarization of cell growth in yeast. I. Establishment and
maintenance of polarity states. J. Cell Sci. 113:365-375.
Pruyne, D. and Bretscher, A. 2000 b. Polarization of cell growth in yeast. II. The role of the cortical
actin cytoskeleton. J. Cell Sci. 113:571-585.
51
Pruyne, D., Evangelista, M., Yang, C., Bi, E., Zigmond, S., Bretscher, A. and Boone, C. 2002. Role of
formins in actin assembly: nucleation and barbed-end association. Science. 297:612-615.
Puius, Y. A., Mahoney, N. M. and Almo, S. C. 1998. The modular structure of actin-regulatory
proteins. Curr. Opin. Cell Biol. 10:23-34.
Rameh, L. E., Tolias, K. F., Duckworth, B. C. and Cantley, L. C. 1997. A new pathway for synthesis
of phosphatidylinositol-4,5-bisphosphate. Nature. 390:192-196.
Ramesh, N., Anton, I. M., Hartwig, J. H. and Geha, R. S. 1997. WIP, a protein associated with
wiskott-aldrich syndrome protein, induces actin polymerization and redistribution in lym-
phoid cells. Proc. Natl. Acad. Sci. U S A. 94:14671-14676.
Robinson, R. C., Turbedsky, K., Kaiser, D. A., Marchand, J. B., Higgs, H. N., Choe, S. and Pollard, T.
D. 2001. Crystal structure of Arp2/3 complex. Science. 294:1679-1684.
Rodal, A. A., Tetreault, J. W., Lappalainen, P., Drubin, D. G. and Amberg, D. C. 1999. Aip1p interacts
with cofilin to disassemble actin filaments. J. Cell Biol. 145:1251-1264.
Rodal, A. A., Manning, A. L., Goode, B. L. and Drubin, D. G. 2003. Negative regulation of yeast
WASp by two SH3 domain-containing proteins. Curr. Biol. 13:1000-1008.
Rohatgi, R., Ma, L., Miki, H., Lopez, M., Kirchhausen, T., Takenawa, T. and Kirschner, M. W. 1999.
The interaction between N-WASP and the Arp2/3 complex links Cdc42-dependent signals to
actin assembly. Cell. 97:221-231.
Rohatgi, R., Ho, H. Y. and Kirschner, M. W. 2000. Mechanism of N-WASP activation by CDC42 and
phosphatidylinositol 4,5-bisphosphate. J. Cell Biol. 150:1299-1310.
Schafer, D. A., Mooseker, M. S. and Cooper, J. A. 1992. Localization of capping protein in chicken
epithelial cells by immunofluorescence and biochemical fractionation. J. Cell Biol. 118:335-
346.
Schafer, D.A., Jennings, P. B. and Cooper, J. A. 1996. Dynamics of capping protein and actin
assembly in vitro: uncapping barbed ends by polyphosphoinositides. J. Cell Biol. 135:169-
179.
Sheterline, P., Clayton, J. and Sparrow, J. 1998. Protein Profile: Actin. Fourth edition, Oxford Univer-
sity Press, Oxford.
Sizonenko, G. I., Karpova, T. S., Gattermeir, D. J. and Cooper, J. A. 1996. Mutational analysis of
capping protein function in Saccharomyces cerevisiae. Mol. Biol. Cell. 7:1-15.
Skare, P. and Karlsson, R. 2002. Evidence for two interaction regions for phosphatidylinositol(4,5)-
bisphosphate on mammalian profilin I. FEBS lett. 522:119-124.
Skare, P., Kreivi, J. P., Bergström, A. and Karlsson, R. 2003. Profilin I colocalizes with speckles and
Cajal bodies: a possible role in pre-mRNA splicing. Exp. Cell Res. 286:12-21.
Toker, A. 1998. The synthesis and cellular roles of phosphatidylinositol 4,5-bisphosphate. Curr.
Opin. Cell Biol. 10:254-261.
Vaduva, G., Martin, N. C. and Hopper, A. K. 1997. Actin-binding verprolin is a polarity development
protein required for the morphogenesis and function of the yeast actin. J. Cell Biol. 139:1821-
1833.
Vallen, E. A., Caviston, J. and Bi, E. 2000. Roles of Hof1p, Bni1p, Bnr1p, and Myo1p in Cytokinesis
in Saccharomyces cerevisiae. Mol. Biol. Cell. 11:593-611.
Vartiainen, M., Ojala, P .J., Auvinen, P., Peränen, J. and Lappalainen, P. 2000. Mouse A6/twinfilin is
52
an actin monomer-binding protein that localizes to the regions of rapid actin dynamics. Mol.
Cell Biol. 20:1772-1783.
Vartiainen, M. K., Sarkkinen, E. M., Matilainen, T., Salminen, M. and Lappalainen, P. 2003. Mammals
have two twinfilin isoforms whose subcellular localizations and tissue distributions are dif-
ferentially regulated. J. Biol. Chem. 278:34347-34355.
Vojtek, A., Haarer, B., Field, J., Gerst, J., Pollard, T. D., Brown, S. and Wigler, M. 1991. Evidence for a
functional link between profilin and CAP in the yeast S. cerevisiae. Cell. 66:497-505.
Volkman, B. F., Prehoda, K. E., Scott, J. A., Peterson, F. C. and Lim, W. A. 2002. Structure of the N-
WASP EVH1 domain-WIP complex: insight into the molecular basis of Wiskott-Aldrich Syn-
drome. Cell. 111:565-576.
Waddle, J. A., Karpova, T. S., Waterston, R. H. and Cooper, J. A. 1996. Movement of cortical actin
patches in yeast. J. Cell Biol. 132:861-870.
Wahlström, G., Vartiainen, M., Yamamoto, L., Mattila, P. K., Lappalainen, P. and Heino, T. I. 2001.
Twinfilin is required for actin-dependent developmental processes in Drosophila. J. Cell
Biol. 155:787-796.
Wallar, B. J. and Alberts, A. S. 2003. The formins: active scaffolds that remodel the cytoskeleton.
Trends Cell Biol. 13:435-446.
Warren, D. T, Andrews, P. D., Gourlay, C. W. and Ayscough, K. R. 2002. Sla1p couples the yeast
endocytic machinery to proteins regulating actin dynamics. J. Cell Sci. 115:1703-1715.
Watanabe, N., Kato, T., Fujita, A., Ishizaki, T. and Narumiya, S. 1999. Cooperation between mDia1
and ROCK in Rho-induced actin reorganization. Nat. Cell Biol. 1:136-143.
Wear, M. A., Schafer, D. A. and Cooper, J. A. 2000. Actin dynamics: assembly and disassembly of
actin networks. Curr. Biol. 10:891-895.
Wear, M. A., Yamashita, A., Kim, K., Maeda, Y. and Cooper, J. A. 2003. How capping protein binds
the barbed end of the actin filament. Curr. Biol. 13:1531-1537.
Wegner, A. 1976. Head to tail polymerization of actin. J. Mol. Biol. 108:139-150.
Welch, M. D., Holtzman, D. A. and Drubin, D. G. 1994. The yeast actin cytoskeleton. Curr. Opin.
Cell Biol. 6:110-119.
Welch, M. D and Mullins, R. D. 2002. Cellular control of actin nucleation. Annu. Rev. Cell Dev. Biol.
18:247-288.
Winter, D., Podtelejnikov, A. V., Mann, M. and Li, R. 1997. The complex containing actin-related
proteins Arp2 and Arp3 is required for the motility and integrity of yeast actin patches. Curr.
Biol. 7:519-529.
Winter, D. C., Choe, E. Y. and Li, R. 1999. Genetic dissection of the budding yeast Arp2/3 complex:
a comparison of the in vivo and structural roles of individual subunits. Proc. Natl. Acad. Sci.
U S A. 96:7288-7293.
Witke, W., Sutherland, J. D., Sharpe, A., Arai, M. and Kwiatkowski, D. J. 2001. Profilin I is essential
for cell survival and cell division in early mouse development. Proc. Natl. Acad. Sci. U S A.
98:3832-3836.
Wolven, A. K., Belmont, L. D., Mahoney, N. M., Almo, S. C., and Drubin, D. G. 2000. In vivo
importance of actin nucleotide exchange catalyzed by profilin. J. Cell Biol. 150:895-904.
Yamashita, A., Maeda, K. and Maeda, Y. 2003. Crystal structure of CapZ: structural basis for actin
53
filament barbed end capping. EMBO J. 22:1529-1538.
Yang, N., Higuchi, O., Ohashi, K., Nagata, K., Wada, A., Kangawa, K., Nishida, E. and Mizuno, K.
1998. Cofilin phosphorylation by LIM-kinase 1 and its role in Rac-mediated actin reorganiza-
tion. Nature. 393:809-812.
Yonezawa, N., Nishida, E. and Sakai, H. 1985. pH control of actin polymerization by cofilin. J. Biol.
Chem. 260:14410-14412.
Yonezawa, N., Nishida, E., Iida, K., Yahara, I. and Sakai, H. 1990. Inhibition of the interactions of
cofilin, destrin, and deoxyribonuclease I with actin by phosphoinositides. J. Biol. Chem.
265:8382-8386.
Yonezawa, N., Homma, Y., Yahara, I., Sakai, H. and Nishida, E. 1991. A short sequence responsible
for both phosphoinositide binding and actin binding activities of cofilin. J. Biol. Chem.
266:17218-17221.
Yu, G., Swiston, J. and Young, D. 1994. Comparison of human CAP and CAP2, homologs of the
yeast adenylyl cyclase-associated proteins. J. Cell Sci. 107:1671-1678.
Yu, J., Wang, C., Palmieri, S. J., Haarer, B. K. and Field, J. 1999. A cytoskeletal localizing domain in the
cyclase-associated protein, CAP/Srv2p, regulates access to a distant SH3-binding site. J.
Biol. Chem. 274:19985-19991.
Zigmond, S. H., Evangelista, M., Boone, C., Yang, C., Dar, A. C., Sicheri, F., Forkey, J. and Pring, M.
2003. Formin leaky cap allows elongation in the presence of tight capping proteins. Curr.
Biol. 13:1820-1823.
Zigmond, S. H. 2003. Formin-induced nucleation of actin filaments. Curr. Opin. Cell Biol. 16:1-7.
